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^ m m 

x:i-i-/i^yL^(DKm.vni^^ 2<i&.±Rx:^Lmv^i^^ 2^u±-tts?k^^mc 

10 

9 5 9 9 9^<i^^(t. mmmmmmt:mi\.n^^M<oVi^^m 

<$:Of^M^^^^ LT-^!?;^ Integrin Associated Protein C"^!?;^ I A 

15 - 2 9 5 9 9 9-^4^^{i, ^ d— ^7U^fls;a5't^m»;cT/J< 

wo 99/12973 (i^ Integrin Associated Protein (£iTt h I 

APi:i-5 ; J. Cell BioL, 123. 485-496, 1993 \ZT / mW.^lRXJ^^&W.n 
;5^i5i4 ; Journal of Cell Science, 108, 3419-3425, 1995) ^^H^fS^/^ 
20 n--fyV^fls-r'feoT> ^^t M A P ^^i-^^mMflS (-frUm^W 

MABL-2^flc, wtL^a^-rS^^^T'i; K— 7. MABL-1 (F 
ERM BP-6 1 0 0) &t«^ABL-2 (PERM BP-6lOl)^ia 

25 1 - 6 3 5 5 t M A P 
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mikmmm^iT:^ h-up^^mM-r^i>(D<D, in vitro x-m5k^<^mMffM^h 

Litmus a^JllL^o^Ai: v> 5 ^#:Js^C5^|gttdSfe5 t t:7f:J^i-^ hox- 

-13. ■^Jxff-^ls:^Fv«. -^rO^Si^^ibJ-J: 

lil1i$*5g6«)T*^^$^^TV^5o wHli> [bispecific] ogfe^^ 

5— 2js:^F v£0-^-rnc5?^^-r — jiS^btT.'CV^S (Kipriyanov et al. , Int. J. 
15 Cancer, 77. 9763-9772, 1998)o «Pb1I15M^^^$-&'5 ^ i: i 19 

'0il;i(fm©:5^<k: • iim{cgiJ|i-r:5E PO^^^$:{C^-r5^#: mm 2 0 0 
0-9 5 8 0 0^^^). Mu SKS^#:t^*f1-S^flS (Xie et al.. Nature 
Biotech. 15, 768-771, 1997) ?iifdS^btT,TV>5„ Lt^X.. •(g^^'fb Lfc3c3^ 

25 -e ^: X\ :5fe-f ^{i±EMA B L - I *5 J; t>*MA B L - 2 ^W^m^l^Lfl 
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Sfctc, ^W-^^ (who 1 e I gG) Sr-:*:i^F v^-T ^--S 

20 ^m(om^ 

< \%^^ 2 4 , t L < {*#^ 2 o-^t? efelE^^^stJigii-So 
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-CioTyu^v:/ myUit. ^i^iJ^^f^w:/, ^=^rf-^5=-^^^. 

10 ^•f^:^^\^^^ii^xy-ir^^:^f-VVfl}t) %fz.\tC ^--C^^T ;V^z^V^y (cis 
/trans— 3 —-fy-=- 1^^^ cis/trans— 2 —^Vy-=:. Ul^^ cis/trans— 3 — < 
i/'X^Vi^dSit/ ci s/trans -3 T'feSo 

y K^^^-r^i^Kti, ^i(Dy;^f:/KiB2(Dy;«f>' v^^m Lxmm^ 

^.^^mfy. (F a b)2Xf*2#<7)eJ:|g^#:T'^5o ;ir.r% 2ffi©^#:©^Sii: 
25 LTfl. (Fab) 2. lo6DH^VWS.tJ^lO(^L^V^^^-^tp-;2|s:^F 



r 
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5 

R) i:-^!>:^^/^n— :^7^^t^^is(DL^V^i^OCDR'Sr■^tpt b^-fbL^V^ 
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20 h;<7>r>'S^#:(^M^ LTfi. acy;;^pjKJi5^>' (EPO) S^l^. h n ^^/}? 

(tpo) ^mi^. mn'^^^^^-mmm^ (g-csf) g:^^^. 

^n7T-t^=n:^-^Jg!^@^ (M-CSF) ^^^^c, jSm-^^o:7 7-$;3 
n=-$lja^@^ (GM-CSF) ^^i^. 1W«I5ES^ (TNF) g^^*:. 

^^^^ yfiy^^u-f'iry- 2 {lL-2).^m 
25 ^ — (I L-3) ^i? — n^T =^:^-4 (I L- 

4) ^ Vi?-n^dE^:/-5 (IL-5) g^i^. >'i^-P-i' :3r^- 6 

(IL-6) ^>^-ti>[^>-7 (IL-7) ^^fls. ^^-iJ'-n^ 

=¥:/-9 (IL-9) ^^fls, -r^'^'-n^df^/- 1 0 (IL-10) ^^flc. 
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1 (I L-1 1) S^fls. dr^^-l 2 (IL 

-12) ^^a^. -f^^-n^df^:/-! 3 (I L-1 3) ^^i^. y(vdi-ny( 

15 (I L-1 5) §:^fls:> ^y'$'-y=i:.uy-a (I FN-a) ^^^^ 
-^l^^—yzr-uy-^ (IFN-/3) ^i/^ — 7a:n>^-y (IFN- 

5 y) ^m^. ^^^wu^y (GH) g^fls. i^;^ y ^gi^fiSs mmMmm 

(SCF) «±-^iS5ilH^^ (VEGF) S^i^. ±^«li5ia 

^ (EOF) ^^^^ ^mm^m^ (ngf) g^^c. jgiiHi^miimia^^ (f 

Gfi^s^w, ik^m^^i^mm'^ (pdgf) ^mi^. 

mmm^f—e (tgf-/9) ei&L^^piihs^ (lif) ^mi^. ^ 

10 iii4^#^^aH^^ (CNTF) :^V=iy!.^^>M (OSM) 

20 -i-Zl^^tf^O nl^Ml^tr^^ ao^lMt^jfe^^^ (complementarity 
determining region ; £iTCDRii-S) «r^#Lx t> i ^ :^/^5t#: 
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*)oT. m%m<^ mtif. t ^^^^^^ viyh. ^^y. n^i^. f-^i-j^^^) 

Ymi^<D FRt'^^P^'^/^xi — f ;w^fls:©H^ V^^(D C D R Sr-^tf t b mit 

10 :^mM\^^n^-Lmymm^\-i. ms^^^x (^mi^-^tca 
mmm^->^i-/^t:^mL^^.^/:!ru--i-/u^i^'p(DLmymii^x'h'DX. m 

Ri:-^!5';^^y^n L V^J^<^ C D R ^^ts t 1- M-fk L ^ V^^ 

titf^t^^^^ (CDR) 

{4*jitt<^? 5 )AM^%^ $3^^4^@<D7V-A^7-^i:3 ^^31 

25 (CDR) (Ci tJjilt$iXTV^§ (Kabat, £. h.^^ fSequences of 

Proteins of Immunological Interest] US Dept. Health and Human Services, 
1983) o 
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rSequences of Proteins of Immunological Interest] O^^HI:6^b^ffii~Cl t 
— :^^F V 

y^a '-±/mi^t m-owm^t: t -o x^Jzm'^i-?> mm¥ n-ess 
in) i--5:i^-6ST't5, 2|c^M®-:*:^F v$r«fifei-5H^V^^5.0L0V^ 

<{i-<7'^Ky ^'*-%^LTaii^i-s::t}65-ct> ^©a^iu-cf*. [h^v 

^gg^c:*^v^-C{4. ::nb-5*:^F v^iJ^V-^-, h V-r-xti'r hy-^-^^P^ 
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m^iiy Protein Engineering, 9(3), 299-305, 1996 KBTT^^fl^V 
S e r 

G 1 y • S e r 

G 1 y • G 1 y • S e r 

S e r • G 1 y • G 1 y 

Gly-Gly-Gly-Ser 

Ser'Gly-Gly'Gly 

Gly'GIy-Gly'Gly-Ser 

Ser*Gly-Gly'Gly-Gly 

Gly*Gly'Gly*Gly'Gly'Ser 

Ser 'Gly -Gly -Gly-Gly-Gly 

Gly-G]y-Gly-G]y-Gly-Gly-Ser 

Ser'Gly'Gly'Gly-Gly-Gly-Gly 

(G 1 y • G 1 y • G 1 y • G 1 y • S e r) n 

(Ser-Gly-Gly-Gly-Gly)n 

[n(ilfijl±cDS^T'fe§] ^mif^^ta^X^^o it!--kL^^Vy:^-^zf^h' 
0 T ^ y ^(Dtmt. L\i\ 2 -D£l±<Dlimyni^RXJ^ 2 o£il±© 



wo 01/79494 



11 



PCT/JPOl/03288 



fflv^b^^-CV^S^1i3^K f!l^«N-t Kn^v;^>?v^W^ K (NHS) 
v?;^i}'-;yW 3: v'/^^^v— h (dss), if:^ (;^/i/7i^;^i^ v^:/-i' ^ 
V-h (BS^)^ i^^^lf;^ (J^^i^W ^i^/wyat°;*-;^;-h) (DSP), 
5";*-tf>^ (;^/^2l^;!^^^/W^i^7^7'^t°:?^:^-^) (DTS s P)s 

y 3— /Hf;^ (J^^v^W ^v?/^;^:{'v'^— h) (EGS). ai^U'y^y n-^'V 

if;^ (;^/^7K;:<^i^W ^ v?/^;^:J'i^^- h) (;=^/V'j}n-e G S). 
^v'/WM^^i^ (DST), t;';^yU7jN^>5' v/:/^ ^ v'/Ujg^^:^ (;^/H3^-DS 
T), [2- (^^i/W 5 K;r=2rv';?7/vjj?=yu::d-=¥i/) ^^yw] ;^7U7i^:/ 
(BSOCOES). if;^ [2- (-x/U2jK;^^vW 5 K;r >'U7i?=/v;^'ar 
i/) ^^/wjJ^:^ (;^/v*j-B socoES) JiJifefe?). :Lfib(D^mM 

{-J:l9#e>tb5o — :2|i^^F v©«8It LT. MABL-lit<*:. MABL-20l^*^ 
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K^m-t^HmvmmtLmym^^^-t^w^uABLi - s cfv. ma 

BL2-S cFvi:i-5. 2oOH^V^i^S.tJ520(DL^V^J^S:-^tf-*m 
m^^^ir^i^<D^MABhl- s c (F v)2. MABL2-S c (Fv)2i:i-5, 

^tF L AG^^^^V^T^'^-r-?i^^$■&-5 ^1 i: So 
10 rti.^3-K-r5DNA. B|]*>-^i^F v 

3 - K-r S D }^AX\twm^-:^m^ y ^7^5^ K ;lr = - K-r S D N a 5 
mi^h^o rnejODNAI*. Mx:{iMABL 1- s c F V, MABL 2- s c 
F V. MABL 1- s c (F v)2SlJ«/:5^(tMABL 2- s c iF v) 2<D^'B-K}t 
liflEF V A5i5(^H^V^^^T>'L^V^*^^='- Ki"?) DN A^ffiV^r. 

15 ti^(DDNA^mmtu ^(Dsa^ijrtoBfM<^T5:yi^ia^!i^=i-K-r5DNA 

25 ^(^H^^t^L^CDiJ'-r t'>i/:^LTf^^iOM^^*Si^^^;65fe5o MABL- 
l^fls. MABL-2^{4:<D#-a'. MABL-l^flcftKML^J^U^V lM<^H 

t^ZtioX)^^^ mm^l 1 - 6 3 5 5 7#), mSMABL-l^H^RXJ^/Xit 
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"^mm^Jt^ (PGR) m^m^'^Xmmir^Kn. Jones, S..t.hs 
Bio/Technology, 9, 88-89, 1991 j3E^$tl/TV>57'7'('-^'-Sr^V>5^ 

5 • -^V / y-'^mmR}^^ (PGR) fe<Sr^V^TMABL-l^^^S.0MA 

B L - 2 ^^|s<D L^V^^>lriiiiii-5fc«). 5 ' -^t^^ V 7 ^ 

3 ' y =^3^ K7'7 -7- Sr±^0 J; 5 ic^^fS . 

LT. MA B L - 1 ^t{*:OH^ V^IigcS.tmA B L - 2 ^W<DH^Vm^<Dm 

M^SHi n f I^f^$i5^&<lr|ltti-SiB3?lJGANTG^-^^U ^UrS'-* 

Kia^J G G G G G G ?£r-^Wi"5 1> o Sr^ffi LTV^ 5 , ;:: H b ofiJIS^^^if 

WKBt^^fltzP CRzfy^-^-^m^Xs MABL-1, MABL-2$ti*: 
O^VtiigJc^^- K-fS c DNA^^nP>0 5 ' -jS^TJ«3' -5i5^lC*3V>Tji^5fe 

<^7'7-('-^— ^ffiV^TPGR^CJ:^5iil|iiUX#fcMAB L- 1. MAB L- 2^ 

9 2-1 9 7 5 9M) irjf ALfc. ^ n-Wk^nfcDNAOlB^Jgir^fi&E 
-Pij^^^ ii^^i-<i5'i?-jC#AU gtllDNA-^-rJ'ccVf— (Applied 
25 Biosystems ttM) ^ffiV^-C^T i: ^i^T-t 5o 
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m.(OT^/ ^SB^J^J iixm-^ tr^t^^yf- K !/ >';<? - * 3 - K-f 5 D N A ^f^ 

5 ^^ = -K-t-5DNA^#5:ii:d5T'tSo ioo5«c^^i^=lr = -Ki- 

5DNASr#Sr<^:$sx♦^t^«^ MIBDNA<lr#M»^: bX^ UTS'^^oy 
-ia<757°7-f-7-Sr^H-U ::nS^^V^TPCRS:^^gi-3^f^, Ma©-<y^K 

10 ^fc. 5is:^P^^C:Jo^t5e^C^^^*:O#0V^^(^. t^^^t^O^lt mtt£. Sato. K. 
^j. Cancer Res., 53, 1-6 (1993) ;i i ) ^ffiV^S tC<toT. t 

^nttffs k hMfb-^^Fv. hhm<t-^mFvm}i:s t ^M'^^i^/^^^- 
5I5<DDNA> -gfij^tft b*3|5(^)DNASr#5;ii:^5-et§, #bttfcDNA^^ 
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nm^-:^mF V ^W}<^mm. m^t£. cos7». cHommf^ifom^ 

15 <it. :^%m<D^^i^mtm%m^i&. m^ttcosrmmxi-icHomm'px 

k^^Mom^m. m^tiMmmm. m^immfx^. m^\m^-^i^tim%mB 
M^viimmm. Rmmn^. mmmmM. mx.itmmmm. m7.\t 

5ri;a5-e#5, -B^J^f^x t b • f-^ bp« ;«fn (Human cytomegalo- 

virus : HCMV) mm (immediate early) 7°n*-iJ^-$r^^i--5 0;6^^f ^ t 
25 V\ HCMV7°n^-^-%-^^-t-5^^^^^-(^^!l{-tts HCMV-VH- 
HCyl, HCMV-VL-HCK^T-fco-C. P S V 2 n e o 

K-<^^- (ffll^^M^^WO 9 2/1 9 7 5 9#fiS) :iS^-^$n5„ 
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^^jv:^^ i/^Tl^t^^/^'T.AO (SV4 0) ^©!>^/U-X7t3*— 

h • T^y^y^Kf^i-:/ • j^py^-i/'g :^ •yri^^'-i a (HEF-i 

5 7'^^-^?-:Sr^^■t5#'a•{^^ Mulligan, R. C. ^(DlS'&i (Nature. 277, 108- 
114, (1979)). t-fz.. HEF- 1 a7°P^— ^-^^^i-^^-a-fis Mizushima, 
S. h(0:^Wi (Nucleic Acids Research, 18, 5322, (1990)) 

mM.^W-^ (or i) i:UT{i. SV4 0. ifs^) ir—^^ ^ ;v:7.^ r^Jt7^fV 
10 iir^^^fn—^pyfjVT. (BPV) #0*5lfc<^or i ^ffiV^S ^ i: ^i^-ft . $ 

(3') II h^\^\-il (neo) 3te^> ^ (TK) it^^. :^ 

J^®^f-i/5^:/-;/T=:^7}>;^j3^]J^i//ub7>';^7^y— ^ (E c o g p t) 
31^^. v't KaHi^JlTc^* (DHFR) it^^^'lr^tf ^ i: d^T't 

±^^}f^m\^^. 'fiSjx.fSMABL-ljL^^s. MABL-2^^$:©#•S•^^: 

fit h I AP^^mt-o-7!>;^&jftL-iRm^L 12 1 o^naic, im^<o^w^ 

in vitro Wv'^-^/U^ii^jg^:^ (MABL-l^flCs MABL-2$i:flc© 
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in vivo -ct^^^iBiKs^fi. mK.ii^mi^m^^ h lAP^m^i-^^-^ mx. 

L<{i^>!r2~4. #lC^f*L<fi#-«r 20-^tft)<^-C'fc>5. lO©H^VM^ 
1 L^V^*i!c<Sr-g-tP-2|s:^ F v <D^^ X«: 2 o£i±©H^ V|S^ 

*^K©3fe^^flc{i. itft::5>^ (wh o I e I g G) h)m.\.xmmfi^i^ 
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^m:mn^-D<t£njM-TB i#3-§-) {c. 199 7^9^ 1 1 siz, g:fe# 

-^^tl-?:HFERM BP-6100. FERM B P - 6 1 0 1 i: LTHIS^^ 

10 te^iLtv^^o ■ 

MMmi (t M APtMi-S-^t^^^y^n— :^/^^^^^(DV^^^=l-Ki- 
(D-^^mM^ = - Ki-5 D N A © <t 5 {31 LT iJ' n - Ufco 
15 1. 1 ^ -y-fe^v^^-RNA (mRNA) (DMM 

y^^ZfV K— 7MAB L- iStJ^MAB L- 2d^bOinRNA$rx mRNA 
Purification Kit (Pharmacia Biotech |ti^) ^M^/^XWULfz^ 
1. 2 ~;jgMcDNAg)-^^ 
^1 H g(DmRNAi:^ Marathon cDNA Amplification Kit (CLONTECH ^±M) 
20 ^^V^Tr^^cDNA^^J5gL. TiJ^yiJ'-^jI^Lfc, 

1. 3 ^tfW^M^^='-Ki-^jtfe^<^)PCRjfetCj;5iii|ig 
Thermal Cycler (PERKIN ELMER tfciSl) ^ffiV>TP CR^fe^frofc, 

( 1 ) MAB L - 1 Lmvmm^=i-h*^^^B^(Dmm 

PGR felC^^-rS Zfy -C -^-it. T^-^^-(O^^WM t -fV 
25 5ia^J#^: 1 {C^-tTi?'yi5'-^^-f-^~l (CLONTECH |±^), tj? ;^ 

5, L C i /^-r y y iJ^^r Xi- 5 ga^J^-^- : 2 }:::^i-MK C (Mouse 

Kappa Constant) 7^7 -Y"^— (Bio/Technology, 9, 88-89, 1991) ^J^\^1to 
PCR^SOjuUts 5 M 1(^1 OX PGR Buffer IIx 2mM MgGlg, 
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0. 1 6mM dNTPs (dATP^ dGTP, dCTP, dTTP). 2.5^ 
bODNATKy p{ y— ^ AmpliTaq Gold (£i± PEFKIN ELMER ^±®J)^ 0.2 m 
M(D@ajlJ## : 1 \Z7!i1rT^'/^--:fy^-^-k O. 2 MM©E2?lI§f - : 2tc^i- 
MKCT'^'f-^— St;«MABL-lft5}5«^~*^cDNA 0. 1 m g^-^WU 

(2) MAB L- IH^V^JMc^a- K-t-S cDNAOiiiig 
PCR©^J?)<Dy7^-r— i: LXWM^^- : 1 iJl^-tT^J^y^— 7*7^-^- 1 s 
10 STJ«iB^J## : 3 {:::^i-MHC- y 1 (Mouse Heavy Constant) — 
(Bio/Technology, 9, 88-89, 1991) ^m^^fz.o 
c DNAOltipifi^ 0. 2 ixM<OM.¥iC-fy^'r--(D^t>^ KQ. 2 juMtDMH 
C-7 l:7•7-r■^-SrffiV^Tiil|litfe;feSr^V^T^ irIBl. 3 (l) ^C*5V^TL 

15 (3) MABL-2LmV^^^ri-K-i-5cDNAt^Jii|'S 

PCR©fc4i)<D:/7-<'-7-i: LTiE^JH-?- : HZ7r^-tr^y^—-fv^-^—ls 
St)«i2JII#-§- : 2{C;^fMKCy7-f'^-^^V>yto 

cDNAOliilgfi, MABL-1^3l50i::*^cDNA 0. 1 m g <^f^^t» I- 
MABL-2*5feO-;*:^cDNA 0. 1 ju g %^V^■CiiliiL;/t;^^^V^T^ S5 
20 IB 1 . 3 (1 ) {CfcV^XMA B L - 1 L^V^^ite.■?^^iil|^g^COV^T|ES t/c 

(4) MABL-2Hmv^^»3-Ki-^cDNAOiii|ig 

RXm^m^-: 4}C^fMHC-y 2 a:^7^-^'- (Bio/Technology, 9. 88-89, 
25 1991) ^^V^fc„ 

cDNA(Di$mn. 0. 2 MM(DMKCy7-l'-v— (Df^t3«? CIO. 2mM<DMH 
C-v 2 a7'9-(''r-SrffiV>Tit®t^;i^^|^V^T. MIBl. 3 (3) K^\(^X 
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1. 4 PCR±^!^(0^m 

WS^OX 5 I- P C Rfe{r J: Uliili LfeD NA»f>T-^ QIAquick PGR 
Purification Kit (QIAGEN ^t^) Sr^V^-Ci^§^ L. 1 mM EDTA^-^W1"5 
1 OmM Tris-HCl (pH8. 0) tC^j§?tfc„ 

5 1. 5 ^i^Rmmmm 

±m<DX 0 L-CP^LfcMAB L - 1 A^-^ 5//^°SL^V|SJS^<lr = - 
K1-5itfi^S^•^^■e^■5DNA»f>^■i^ 1 4 0 n g^pGEM-T E a s 
^ (^romega ^M) SOngi:. 3 OmM Tris-HCl (pH7.8). 
lOmM MgC lz^ 1 OmM i^^;^-;^ U>f /K 1 mM ATPS.t^33- 
10 =^yV T4 DNAy;tf-if (Promega ^fciSi) ^^^1-5S^S^1^IK^-C\ 1 
5 "CtC-C 3 ^r^lSiS $ iirSiS t fc, 

LTflTJ«*-tT-2^rHl^aUfc„ j^)v:V^-Cl O O ^ l OSOC^% (GIBCO BRL 
15 M) ^^IP;t^ 1 0 0 M g/m 1 CDT^-t'i^U (SIGMA ttM) ^"^^-T^LB 
(Molecular Cloning : A Laboratory Manual, Sambrook ^> Cold Spring Harbor 
Laboratory Press, 1989). ^^^*±Jcr Us S 7X:\ZXK^^i^ 

m Lx:km^^wimw-^nfto 

rOJ^KifemflS^x 5 0/i g/ml<DTyifv^y>^^^i-5LB^^3ml 
20 •f'T-a 7t:{CTi^^i§«t. ^ trrcDJg^^Ji^e) QIAprep Spin Miniprep Kit 
(QIAGEN^hi^) ^ffiV^T7'7;^5 KDNAtr^^Ufc, 

r.5bT#b*T.fc> /N-f:^!) K— 7MABL-llc*5!5l-5'r!>;^;i;s//-?SL 
^VfRigSSra-K-t-Site^^-^^-tsyy;^^ K=l:p GEM-MI L L 

25 ±l20|^C;^^fei::tJgoT. /n-i't'IJ K— ^mab L- i }cS5l5i-5^'>^H0 

p G E M-M 1 H t Lfc, 
tfc. /W:^!; K— ^MABL-2l3:S5l5i-5-^!^;^*S'^-«SL0V|M^Sr3 
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-K-fSit^^^^-^^l-ST'y:^^ K?r»iiDNA»f;T';a^bf^^U pGEM- 

m^f-^^^-r^yy:^^ K^J|t^DNAif>lt;i^b{^^ L. p G EM-M2 Hi: 
5 Lfco 

mmm 2 (d n ACDitsiB^iio^^) 

ttlB<^7'7;^^ K'l3©cDNA = -KIB^<??tl[SiB2?iJO^*:^{*> iitlDNAi/ 
— ti^^f— (Applied Biosystem ^M) RXJ^ ABI PRISM Dye Terminator Cycle 

Sequencing Ready Reaction Kit (Applied Biosystem ^±M) ^^V'»T^ P^'-;^?'— 
10 JI^<07'D h3«-7VjC={^oT^TofCc 

-^y^K Kp GEM-MI LK-^-tH^^'^^P^MABL-ll^i^O-Lm.YMi^ 

7*7^ 5 Kp GEM-MI HtC^*H5-^!^:=^MABL-l^flc<^Hj^ 

15 ^;^c. 7°7^$ KpGEM-M2L{C-^^tl'5-^[J':^MABL-2$t^69Li^ 

tit, yy:^^ KpGEM-M2HiC-^**L5-r!j'j:^MABL-2^«is©H^ 

mmms (cdr(Z)^^) 

4o07V-Ay-iJ'|fP^;65 3o<^^BTlS^:®. gp-^j^iffiti^^^ig (CDR) 

X\^^i)K --^S. CT>R^m(Or%jmWM(0^m^\-t^t>X%\^ (Rabat, E. A. 
rSequences of Proteins of Immunological Interest] US Dept. Health and 
25 Human Services, 1983) o 
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^ 1 










#^ 


CDR(l) 


CDR(2) 


CDR(3) 


pGEM- 


-Ml L 


5 


4 3-58 


7 4-8 0 


113-121 


pGEM- 


-Ml H 


6 


5 0-5 4 


6 9-8 5 


118-125 


pGEM- 


-M2L 


7 


4 3-5 8 


7 4-8 0 


113-121 


p.GEM- 


-M2H 


8 


5 0-5 4 


6 9-8 5 


118-125 



10 %WS^A. D — Wkc DNA(??|g||.(555i^ (=3r^ yMAB L- l^^^S.tJ«=3r 

P« 7M A B L - 2 ^^(O'fm) ) 

4. 1 ^pt^MABL-lfettigjim^;^ ^^-(Df^ii 

dr^ 7MAB L- l^^*:^|imi-5^i5^^-?r#^f 5fc*> •^tU^^V'^^'^ 
MAB L- 1 L^25.a^H^V^^^='- c DNA^ n—>'p GEM-MI 

15 Lj^t)«p GEM-MI H^P CRjfet^ J; ^Jfl^i^Lfco ^ LTHE F^^^jJ' ^- 
(H^r^i^WO 9 2/1 9 7 5 9#fiS) IC^Atl/t. 
LmVlSJ|g©yi:feOf5;^y9^-^-MLS (ga^J##: 9) S.tJ«H^VM^O 
/::ft<^Str:*'7'7'f'^-MHS (|B^J#-^: 10) ft. '&>!r©V|S*lK<^y-:?'~-@B 

^J©ft^^='^Ki-5DNA{c/N-i':/l) i5^-rXLl.oKo z a k 3 ^/-fe>1^;^ia 

20 (J. mol. Biol., 196, 947-950, 1987) S.TJ«H i n d III. ^JPI^^^fS 

-t-5J;5tw^fH^fco Lmv|l*iitWitJ?>(^m;^y-7^-?-MLAS (i2^J#^: 
1 1) RtJ«H^V|RJ|K<DfefeOm:i^7'7-r'^-MHAS (ia2?im#: 1 2) ft. 
J §r = - Ki-5 D N AiE?!I ^^:^^-r y jJ^-Y X t ^ 7 K-^- 

Sfi?IJS.tJ5B a mH I ^JPS^m^^^^Wi-^ i 0 \Z.Wif^ UfCo 
25 PCR^JSl 0 0 M U^s 1 0 M 1 1 0 X P OR Buffer II. 2 mM Mg 

C 1 2^ 0. 1 6inM dNTPs (dATP> dGTP. dCTP. dTTP). 
^s.z^y hODNA^KD ^7— if AmpliTaq Gold. 0. 4 ;iM-f 0<^)#y7W'-^^. 

5. t?8 n gO^MDNA (p GEM-MI LStj«p GEM-MI H) Sr^WU 



wo 01/79494 



PCT/JPOl/03288 



23 

9 A'X:<D^mm.m{CX9^fi[^ LXm^ 9 A'CKX 1 i^m. 6 O'CliZX 1 6^mR 

^Lfc^s SJ^M-^'^i:W.K7 2'CXlO^mM^Ltz, 

P CR^fifeiil^ QIAquick PCR Purification Kit (QIAGEN ^±M) fr>^V>Ti|tSS[ 
5 Hi nd III RXfB a mH I XmitU tT L^V^^^{COV^T{is HE 

F^m^^^-HEF- KiZ, H^V^ji^^:oV^TttHEFJim^:^'^-HEF 

-rSDNASf^t^lr-^tfy^:^^ K?r^Jl.mHEF-Ml L, HEF-MlHi 

10 4. 2 ^^^MABL-2jTlfls:^m^^^-0#M 

cDNA<D^KtjSttJ^j5'i3— p GEM-MI LSU^p GEM-MI H 
<7)f^^«? I'p GEM-M2 LRtJ^p GEM-M2 H%^DNAtCii$|b^;^* 

DNAiB^J^^t^^. iELV^DNAiS^J^W1-^DNAif>H-%-^tP7'7 
15 • K^^tL^'nHEF-M2 HEF-M2Hi:^:i&UfCo 

dr^^MABL- l^^i£^t0dE^^7MABL-2$i:{*:O-iit4|l^?ra^1-5 

fca?)^ wm^^^i!^ -t: COS 7 mm^^^/^xmkLtzo 

(1) ^^7MABL-1^^0jtfe^^A 

20 HEF-Ml L i:HEF-Ml H-<^{'^-lr^ Gene Pulser (BioRad 
m ^,^V^X3ll/^}' hPTKw-v'a COS 7iBjaic|l^?^«^i^Lfc:o • 

#DNA (lOjug) i:, PBSl^l X 1 O^M/ml ©0. 8 ml Sr=3f^i=--^5' 
h J::Anx.. 1.5kV. 25;iF ©^fitiT^-^/V;^ Sr-^;t^Co 

^jaicr 1 0 ^m(Dm'^mf^(o^^. ^^^^ ^^7}fv-i/3>'Ma$Hfemtr^ 

25 10%O V -i/uyy y:7y-->v/J3§i^m^t^-g-^i-6DMEMit*?^ (GIBCO 

BRL thM) iciD;tifco 7 2^&i^#<Dm, m^Jim^Mi^. m-t-ii^mi^^'omm 

(2) ^^'7UABh-2^i^(D^&^m^X 
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'^/yMABL~2^i^igB^(OmAit. HE F -M 1 L i HE F -M 1 

W!^4. 3 (1) \zteM.\.tc(Dtmc:^m\^^^cos7mt^\z^0MWB^u 

5V^{i^rp{ 7MAB L-2^i^i^^m$^/cCOS 7 «(7)i§^±#fcSV>{±3 
10 /ki L-Ct N I gGl$i#: (SIGMA ^M) ^M^. yk±i^X^l^^^^ 

-i^a yRXJ^m^O^^^. F I T cmWi\^tz.W,\i V I gG^fls (Cappel *fcM) ^:«JP 

:t^o i^'^*^ — 3 i^2SltJ«8fc?^O^N FACScangg (BECTON 

DICKINSON ttlH) \ZXn^m§[^Wl^Lit. 

^<7)^^. ^MAB L- 7MAB L-2jii:fls:{i. thIA 
15 P^^mi-5L 1 2 1 OM{'#M&t]{-l&-a-Lfcr itLb(^^p<7K 

m^-^ ^7.^J i'xi — ":^/^^fls:MA B L - 1 jS^tJ^MA B L - 2 (^^^-eixO 

ll»J5 ' (S^lAeMABL-l^^^cXW«J^MABL-2$t#:-*^F V 
(s cFv) ^li^cof^® 
20 5. 1 S^fifeMAB L-lfet^-;^|s:^F v(^fm 

SW^MA B L - 1 m^-1lf.^F V L-Cf^M LfCo S«J*MA B L 

-l^fl^Hi^V^ilics y:^;^-'^^. STJ^s^^MABL-l^flsL^V^^?!: 
-?:^^.^•^^PCR^fe*^v^■Cli♦IU ii^-f Sfllfi&MABL-l^ 
fr-^^F v^i^^LfCo ::<7);b^ife^E14{cm^6<]tz::^-t-„ S»^mabl-i 
25 ^#:-:$:^F vO#^©fc*i::6j@©PCR:/^-f-7- (A~F) ^^ffi LfCo 
^y^-^—A, CXUfEfi-fe>';^ia?iJSr;^U ^y-f-^^B, DXr;«F(±T:/f^ 

H^V^Si|!c©/c«e)OSu:;^y7>f"r-VHS (y^^-^-As @H?(I#-^: 13) 
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HAS (y^-f-^-B. WMm^: 14) H^Vfi^OC5|5ilSSr3- K-fS 
DNA{^/N^:/]; c^VXuaoj; :/;&-,?:;d--/^-y ^/T^-rsJ; pratftfco 

y :/*-<^N*i!S§:=3-K-t-5DNA|:iW^y XLJiLoH^V|ii^(^3C5^ 

W5:fy^-^-'LKS (y^^r-^-D, iE3?I|#-§-: 16) (is y i^;57-<^C5|5s« 

^ 3 - D N A jcxN-r -f y X L 0v^^©N*^^^ 3 - K-r § D 

10 NAi:;^-/^-7 5'yi-5J;5l-lS:f|-Lfc:o 

y ^';«7-oc*iffiSr=-Ki-5DNA{!:/^-i':/y^?'-i'XLl.oL^V^i|«o 

fc*0^;^7°7-f VLAS-FLAG (T'y-l'-v-F. Saa?IJ#-^ : 18) f4> 
15 L^VM^OC^^^ = -K-t-5DNA{z:^N^:/y i^^-YXLRoFLAG^T'f" 
K^n— Ki-Sga2?l| (Hopp, T. P. fe, Bio/Technology, 6, 1204-1210, 1988), 
7.m<n>U^'^St^ Ki^SU«E c o R I fiJPS^mragP^ilr^-t-S J; 5 t-g^tfbfco 
^— PCR®|5gtIioV>T3o(D^fS;A-B. C-DjSti;fE-F^fTV\ -eUT 
#PCR^^/fe<l:)»MUfCc m-PCR^^b#b^fc 3o©PCR^^i^^^n 
20 bg#:<^^aMi4l-J: !9T5/-fe:/7'/l'$^fCo yy-Y^-AjStT/F^iPjtX. 
mmmAK B L - l Jtfijs:-;^^:^ F v ^ = - Ki" 5 N A Ufc (M- P 
CR)o ^-PCR^^:*5V^-Cf4. ff«fifeMABL-l^^^:Hi^V^^^ = - 

K-fST'y;^^ Kp GEM-MI H (HWi 2 ^#B§), G 1 y Gly Gly 
Gly Ser Gly Gly Gly Gly Ser Gly Gly 
25 Gly Gly Ser (ia^J#-i- : 1 9) li^hfii^ y ^yl0-^'s$.-^^- K-fS 
DNAiB^J (Huston, J. S. b> Proc. Natl. Acad- Sci. USA, 85, 5879-5883, 
1988) ^-^A/T^Syy;^? Kp SC-DP 1. XtJ^W^J^MAB L- 1^(*:L 
i^V^*^^=i- Ki-Sy 7 ^ Kp GEM-MI L mWS^I^^m ^"tM 
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M-PCRm^O^mS 0 n Hts 5 M 1 ©1 OXPCR Buffer 2mM 
MgCl2^ 0.16mM dNTPs^ 2 . 5 h (DDN A^V ;^ y—"^ 

AmpliTaq Gold i&<± PERKIN ELMER ^fc$^). 0. 4 uU-foO^-^y ^ 'r^RX:P5 

T 1 ^j^PbI. 6 5 rtCT 1 :$^rBmi^ 7 2 rfCT 1^20 #rf3x r ©|li^T-» U^Co 
;iOiB.^1^-i'^/i'%3 5|nl^^L;/i:^. S/Sm-^i^^STjEfJ:? 2'C"C7:$^l?g;!jp|^L 

PCR^J5gi^A-B (371bp), C-D (63bp). RXJ^E-F (3 8 4 
10 b p) ^ QIAquick PGR Purification Kit (QIAGEN ^±M) ^^V^Ti^MU> ^~ 
PCR-C-Ty-fe>'7'/l/Lfco ^~PCRIC*3V>T> gISi: tX 1 2 0 n g <^||— 
PCR^^i|lbA-B. 2 0 n gOPCR^^i^C-DRU^l 20ngC5PCR^ 
fifeifelE-F^ 1 0 iu 1 0 XPCR Buffer 11. 2mM MgCljs 0.16 
mM dNTPs. 5 acrry h (^DNAtKU 7« 7— ^ AmpliTaq Gold (£i± 
15 PERKIN ELMER tfcM) =lr-a^i-5 9 8 jti 1 (D P C Rti-a-i^^s 9 4°C<DOT?aSl- 
T 8 :9>rBl^ L-Ti^tC 9 4 "CiCT 2 ^Sj^PbIs 6 5 °C(CT 2 ^^-TOtJ^ 7 2 2 

T^y-r^-ASOTSr^n;!^, ^LT9 4^Ol50mJr}-Tl^J-ft1"tbT^SSctJ:9 
4tJC-C 15^IW> 6 5'C»CTl:5^ra5.t>*7 2t:t::-Cl:9-2 0^^. 0«Ij^"eA[I 

20 ^L. r(^ta^f--i'^/l'^3 SislSmUfcm. ^f£?^i^t>Sr7 2X:tCi: 7^3^» 

l5-PCRfCi;!3^]:.}t8 4 3 b p<DDNAj^>lt^)^$^Lx Nc o I j^T^E c 
oR I -^mbU ^e>ti;fcDNA»f>T-^p SCFVT 7^i{' iJ^-fci^^ n-:=:y^ 
tfco ''iSS, ;*:^m^j5'^5'-p S CFVT7«:. Xl^m^Vfy:^J^9tm^'^% 
25 {-ai-f-Spe 1 B v'^:^y^ia3?lJ (Lei, S. P. J. Bacteriology, 169, 4379- 
4383, 1987) ^-^^T'V^5„ DNA@B^j^^Om^ If #fi&M A B L - 1 
i^FvOjELVNT^y^ia^J^ = -Ki-5DNA8lfK-^-^tp7'7;^5 KSrp s c 
Mlt^iSLfc (0 5^#Rg)o ^^7:^5 Kp s cMHil^^tLSflfllj^MAB 
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-Sri^Sii-Sfcfe. p s cMl^^;?-SrPCRi*t::J;t)i^fil|iLfc, -?-LT#b 
tLfcDNAHfit^P CHO l^^^iJ'iJ'-tc^ALfCc :2|s:|l^^j^^-p 
5 CHO 1 ft^ DHFR-AE- r vH-PMl - f (W09 2/l 9 7 5 9# 
m) E c o R Ii^ti«Sma U^<t;{Cj;«p^flCjife^^«U EcoRI 

-Notl-BamHI Adaptor (SMit^tSS) *i*3^-f"5w irfCj; >? 

10 ^i-- K-t5DNA(::/N-f :/y ^-fXLl.oS a 1 I ^Jpg^^E>lili^^?:^i-Sia 
: 2 1 ic^f S a 1 -VHSy7.-l''^-5.U5^:;^y7'f-^-i: 
V-^!7-:i^iE^JoS:^^3-K't5DNA(3:^»r:^yjJ^'l'Xi-5ga3?lJ#-i- : 2 
2t::^-tFRH 1 a n t i 7'7-<'^'-^fflV>;/t:o 
P C RWW. IOaK^IOXPCR Buffer II^ 2 mM M g 

15 C 1 2. 0.1 6mM dNTPs, 5 =^=^ y h <DDN A-^ V ?^ 7 MplHaq 
Gold, 0. 4 fiM-f^ff^^yy-^-^-^ RXJ^S n g<D§^DNA (pscMl) ^ 
•^^U 9 5to|a»l?aftfc-r 9:5>K-?:LT^J::9 5X;fcTl5^Ks 6 O^l^iT 
liJ^iSRU^? 2*CtJ:Ti^2O30>^. :i(DVmx*M^Lito ^(DmM-^^ ^ 

20 VCR^^m^ QiAquick PGR Purification Kit (QIAGEN |±M) ^>^V^-C^M 

U Sa 1 lS.U«Mbo II X-mfbU NmJg{|!JS«^MABL-ltit«s:-3|j:^ 
F vSr = -Ki-5DNA»f>i-|ir#:/S:o p s cMl^^ ^-SrMb o IIS 

t^Ec oRIXm^kU CmJlSiMSmMABL-l^^js-^mF vtr^-Ki- 
5DNAE^;r^#fCo -eur. Sa 1 I -Mb o II DNA^>i-^imb o II- 

25 EcoRI DNAifK-^p CHO 1- I g s^j^iJ'-l^rJ'n— :^^^^LfCo D 
NAi23?IJ^^©^. JEU^DNA@B?iI%Wi-5DNA»f>j-^-^tf>^7;^^ K^p 
CHOMli^i&L^ (ia6Sr#Rg)o JfciS, i?-p CHO 1 - I g s 

tt. ^%Mi^Mf^^m^^%\Z.mir^'^ ^ :^ I g G l i/^J^-^/WEa^O (Nature. 
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332, 323-327. 1988) ^lr^^T♦V^:5o ? K p CHOM 1 tC-^^tlSH^ 

^MAB L - 1 itfls-^^F V (Dm.mm\Rxj^7 ^ J 2 3 

5. 2 ^1j|fifeMABL-2jTLfls:-:2^^F v(D-f^i![ 
5 S«^MABL-2^^-5}i:^F v^SulSS. 1 T^|^ tfc„ ^-PC 

R {::^VNX(^, p G EM-M 1 H©ftt3 !P (rS^^MA B L - 2 $tfrH^VM*i« 

KpGEM-M2H (^Ifefll 2 i^M) . ^tt/pGEM-M 
1 L Oft^ 9 JCfi:^fifeM A B L - 2 m^*: L mNW$M = - Kl" 5 :/7 ^ K p G 
EM-M2L mm^-k^m ^^^U S«fifeMABL-2$i#:-2|s:^Fv 
10 ©iEtV>T5:/miB^J^ = -F-t5DNA»f>T-^^tP7°7;^5 Kp s cM2^# 
fc, Kp s cM2{C-^^tlSmi^MABL-2in:^-*<^F vOit 

gi23?!ist;^T 5 y wm\^wm% : 2 4 IC^i-o 

p s cM2^:5'^-®^tl^{j:^»5W«^MABL-2^flc~;z|s:^F 
lELV^T ? y ^IB^JIr = - K-t-5DNAifrjt^-^«fL«l^«^M p CHO 
15 M2^^<?-%#fco KpCHOM2lC^^tlSS«^MABL-2 

^^^-Tic^F V omsia^tjjSit/T ^j^n^m\m% 2 5 
5. 3 co^im^^(omR=mK 

s«fifeMAB L V o-iittiim^m^-t-5fc*. p C HOM 

20 p CHOM2^i?^?— Gene Pulser l^g (BioRad %M) ^Wi^X^V^ ^ 

D/KV-t^3 VlCiD COS 7«l::?^S^^LfCo DNA (IOms) P 
BStfilX 1 0^)Nfilia/ml<75 0. SmlSr^ar^^S/ hiJl^lPx.^ 1.5kV, 2 5 ;i 

25 1 0%(D!>iX|&j^i{im^-^^i-5 IMDM^*^K (GIBCO BRL thM) (Cjinxifc, 

5.4 COST imk'mm.±m^(n>wm^MK b l ~ 2 ^flg-^tc^ f v oMm 



wo 01/79494 



PCT/JPOl/03288 



29 

f^MA B L - 2 F V t:^ a^:^^ y:fn yy'.f y^mi^X^mtito 

p c H OM 2 -<:i^ ^ -srite^^A Litcos? ms&mm±mRxj^=i yhu- 

5 D Sfl;^^ft^fTV\ R E I NFORCED NCj^ (Schleicher & Schuell 

0. 0 5%Twe e n 2 O-PB SldXifej^^x ^FLAGjitflc (SIGMA ttS^) 

gG^t^ijs (Zymed -IrAn^^ ^^{CX-Y i^^^a-'^-v/H >':2^ 

10 t>*^?^m> ^%M!^ (Kirkegaard Perry Laboratories %m ^» b> ^ife^ 
•^fc (117), 

15 5. 5 yn-jh^ yy- 

hp< hy^^^Tofco t h Integrin Associated Protein (I AP) ^Ig^-fS 

•7i>;^eiL?S»t5^L 12 1 oMs fe5v^{t=:^^^-7^i bxpcos i-< 

iJ'tJ'-^^^Kfei^LfcL 12 1 0^2 X 1 0'te}-x lf=^fifeMABL-2^flc- 
20 :*:mF v^^^m^-^irfcCOS 7«(D^^i:^f fc5VMt=i ^ h a-zvi: LT p C 
HO l-^^i^^'-^Ji^Kife^UfcCOS 7MOjt*±^t%iPx.s 7k±l-T-f 
^^^c^gi/^^gfe^^^^ '^^T^iSiFl.KQW^ (SIGMA ^i:^) Mx.fc, ^ 
3.^-^/3 :yBLXm^<o%.. F I TC:g|jSI6b;/i:^'r»>;^ I g G^fls (BECTON 
DICKINSON |±M) ^>bD^fc, ^^4V^:^^-''y3VBLW3i:^<n>'^. FACSc 
25 an^g (BECTON DICKINSON }-Tm»II^S!!SLfc„ 

*<Di^m^ S«fi£MAB L- 2^«s-*0F V t > I AP IrUmi-^ L 1 
2 1 Oiii|BJ!af3:i|#^6<Jl!:)it-a*U:fc::i:»cJ;l9. roSfll^MAB L- 2$tfl5:-*0 
F v^St h Integrin Associated Protein {C^5T7^'=T'-f — ^^"f 5^ 
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i^mhUi^ilfJiotz (E18~11). 

5. 6 Competitive ELISA 

B L - 2^i^-:^mF V (^^m^^^lt^S'i^ tfcc 
5 1(1 g/m 1 fC^^Lfc^FLAG^^^S 6 '^7 s^^Uz^l— h (D^^ z^MzM 

X.. S7'CKX2mm^:^^a.-<'-h\.tc, gfet^m^ 1%BSA-PB SJCTT' 

mmM^ : 2 6 ) ^mA c o s ? mji^mm±mt: PBSKX2i^ 

10 n g /m 1 \zm^ bfc WbMA B L - 2 5 0^1 St>1li^5fe^l^ UfcM 
mmAA B L - 2 5tflc-;2|s:mF v O S 7 SBI!&i§«±^ 5 0^1 trJ^^P Ufc 

^T:?— ^M-a-;^ b vyhTtf-^V (Zymed |±$![) SriP;ifco ^iaJJ:T-l' :^=3f-^ 
^-}^RXim^m. mWmm (SIGMA1±M) ^SO;t> ^t^4 0 5nmX*OP^3feS 
15 ^m^LtCo 

^<D^3k^ m-m^MABL-2li7ii^-:^m.F V (MABL2-scFv) (i^ 
=il^V^-/^<DpCKOim^.COS7m^^±f^Kitf^\^Xmhf}^\Z^M^ 

^mz-^^:^MABL-2mp^(Dii h I AP^^jg-^c^^sria^ufc (mi 2), 

20 mAABh-2<D^fl^fl(DYW$.(DlEL\-^m^-^^-t^^ti^^7r^^-^flfz.o 
5. 7 in vitro TOT h—v^::^^^^;!: 

t h I AP^ae^^ALfcL 1 2 1 OJ^ia. S.rj«=i:/ha-/l'i:UTpCO 
S l-<^:?— Srate^^ALfcL 12 1 O^fBUg. S-t^CCR F-CEMMSr^ 
V\ S«^MABL-2fet^*:-*0F v©T5j<b-->;^flMj^ffiSrAnn« X i 
25 n - V (BOEHRINGER MANNHEIM ttM) ^^J- J: ?3 ^ff* t feo 

#«1 X 1 O'^lr, fi«^ABL-2^ii|s-;*:^F vlimCOS 7mi# 
^±tt S V>fi 3 h n -/W t LT p C HO 1 ^ -^A C O S 7 3SWIia^^± 
»*i^^^5 0%T-^XlPL. 24NF^i§^Lfc, Annex in-Vlfe 
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fe$rm\ FACScanl^il (BECTON DICKINSON ^±M) tCT^^tSfiS^tl^ L 
Annex i n-YPlk^\ZX?>m^<Df^^^mi 3~1 8 bfc, 

ABL-2^i^—7ipimF V (MABL2-scFv) ttL 1 2 1 0M^::^3V^T 
t M APMi<l#m6*)l^^LV«5B5r^^Lfc (HI 1 3-1 6), ttc, CCR 
F-CEM^iJI&^^:43V^T^i=I^^ ^p-/W^:itl5JLT^tv^M^S:fl^Lfc (EI 
1 7-1 8)o 

10 5. 8 CHOiaiiat:ifett^MABL-2feT[^fe5feO-:^^F v^y^7°^KtD 
MABL-2^fls:S^O-:*:^F V (3j<y-<y^K) ©H^fifJ^mCHOM 

pCHOM2^i5'i?— Gene Pulser (BioRad ^iM) ^ffiV^T^V^ h 

15 a4^V-iy3i^l3:J:»9CHO»lC?l^K^mLfc:c DNA (IOme) i: P B S 
{-«LfcCHO« (IXlO^m/ml) ©0. 7 m l-*?^'a-Lfc^<D^df 
z2.^y blJ:;t)nxL. l . 5 k V, 25 ^ F©^l:lcT/-«/v:^^Sr-%-:tfco 1 0 

ii^i^lk?»^^W-f5^^^^a-MEMltia (GIBCO BRL ^±M) KM^m^hfZo 

20 #f>^fc^5'^-:/{r:ov^T. SD s-P AGElcrgS^jiri-S^v^-^^Ko^m 
^?i^L> •5g^4<^igV^^^ P-:/^MAB L - 2^^A*<^— T^^F V <^0i^^ 
JiStSiSi: LXS^LfCo lOnM methotrexate (SIGMA tt^) %'ttf4$JfiL?S^fl& 
CHO-S-SFMII (GIBCO BRL ^) ^^:T^«m^ j#^±^tiSr*>?)^ 

5 . 8 •e#fc-;*:^F v^mcHom±W(Dmm±m^Aj:mmM^- hvy 

(PAN 1 3 0 S F, jfi^x-f^/W) S:ffiV>-CJ^2 0^&*.-e?gfiLfCo Si^^S? 
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CHOmf&^^±.mt^^~^mF w (OnM}t. Blue-sepharose. /^-rKcI^^x 

( 1 ) Blue-sepharose 7 A ^ n t h "7 

'^mi^m<r>mmwL^ 2 0 mM nwrnrnm. ( p h e . o ) \zx\^ 

5 >L-^W (10000rpmX30 5>) i 1? ^F^i^^I^* LfCo ±?f^MM 
Vtz Blue-sepharose (20ml) L> H W?KT-;i? 7 

i5fc#^s l^i^W^f Na C mUSrO. 1. 0.2. 0^3. 0. SRU^i. OM^-T? 

mmm^±-^s *7AiJ:s^*ufc®e®$r^i±iufco sDs-PAGET-^a!:) 

5:rJ^#^ttlIif^^^:9-Wb. -2^^F v ^O^m^^tlTt®^ (0.1~0.3M Na 
10 Cl^aiPii:^-) ^^"-yl'U Centriprep-lO (T ^^V^Tltl 2 O^g^^i^L 

(2) Kn^^re^T/N'^-r h 

omM yi^^iiaf^ (pH7.o) Kxiom^^u 

A ]i'u^iyTy<-^4 (20inU BioRad) icWii Lfc 6 0 m 1 O 1 0 

15 mM Vl^mmm^ (pHT.G) ■C-:*73.^?5fe#m. i;v^M®«^^200 
mM^T-iiG^^iC±lf,. :;57 7 3.f::MUfcSfiK^^mLfc (Ell 9), SDS- 

(3) <5^VyM 

20 (2) (Dm^ARXJ^B^^tl^fl Centriprep-10 ^ffiV^-CMb. 0. 1 5M 

Na C 1 %^tp2 OmM mWtm.Wi& (pH6. 0) X^^mitLfcT SK s e 1 G 
3 0 0 0 SWG*7«i^ (2 1.5X6 0 0mm) J::»bfeo :^ 
2 0»i:;^-t-, nhtlftm'Si^^ SDS-FAGEX^m \^ftm^. V>-f jtlgl^ 
-iJ' (AK B I) ;65g6fj©-Jf:^F vT'fe!3. <fyvMT-5>*ff 

25 ATflE:6^ft±t^^^^*^ 3 6 k D. m^BXitm 7 6 k D $nfc„ 3|t^ 
Lfc-sjc^Fv (AK BI) 1: 1 5 %- S D S y TiJ' y /l-T ^ K-Z/l^t:^ 
V^T5)•WUfeo ^>-:fA^^m7tmmm. ^maX-SSmL. Laemml iO:^^ 
tr2iCTII^?s|cSjSrm\ ^K^MfiKSr^-^^^^-r^^y yT>h://w-?fefeLfc„ 
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. \-f±(D^^mm 3 5 k DiC^-/^^ V^^tlto &s±<Dl^^i!)>h. A I fi-*^ 
^AIRV^B I^TSKgel G3000SW;i7 7A(7.5X6 0 mm)' 5:^ 

5 v^fc<^y^^iiitc:J: tp^^^iTbfe^^s ®^A I fi^y ^-(Df-iJ'O^. ®5>B i 

5. 10 izmmmmV(DMABL-2mi^^^(D~:^mF v:^l}^-:f^h^^^ 
10 (D^^ 

MAB L-2i^i^^m(D-:^m.F v Sr:fc:ll®®fls:rttJ:X5a^6tii-«mi-5-<i5' 
^-^rf^Sli-Sfc*, p s cM2-<:{'^-trPCR^fe{Ci!?i^|IUbfc„ #fenfc 
D N A»f>T-|r P S C F V T 7 ^;^-<i^ -ICl^A UfCo 

15 . Ki-5DNA(::/N-i'^y iJ^'i'XLl.oM^^n KyS.TJ«Nd e I ^JP5^m^^li 

U^^^-t^M^m^: 2 7lc:^i-Nd e-VHSmO 2P^7-f 

2fi<^f|tii:3 K:xfi.tJ«E c o R I i!li5R|^|g§g.|Sfe$Pfi[trWi-5i2^J#-i- : 2 8 ic^ 
■fVLASl/y-l'-r-^^V^fCo J^£jb\ Sa^^^y-f-r-ONd e-VHSmO 2 

PC R^ 100/xlH:^ IOaiIOIOXPCR Buffer #1,1 mM M 
gCl2> 0. 2mM dNTPs. 5 =L=^iy V (DKOB DNA^^V/y—^ 
{SX±M^m±m). 1 nMf^CD^zry^-^-. ^t>*l 0 On g©0ISDNA 
25 (pscM2) ^-^^U 9 S'CtC-Cl SI^Fp^s 6 5 t:tCT 2 #^mtJ^ 7 4''C^w 

T 3 0 #Pb1. r oWii^T-Jpf^ Lfco (Di&^i^-i' /u^ 2 5 ig^m bfco 

PCR4t^#J^ QIAquick PGR Purification Kit (QIAGEN ^ffiV^TltlU 
L> Nd e iXt^E c oR IT-?mbL> #btVfcDN A^f^T-?: p S C F VT 
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t;?E c o R I rm^t i.itzt\zxr) p e 1 Bi/^-rj\^mi)m^^fix\f^^o d 

NAiaa?!!^^©^. EUVNDNAia>?iJiSrW'r5DNAif>T-^-ttf:/7:^^ Ktrp 
s cM2DEinO 2 ^^ife tfc (1112 3^#M<^i<i:)o ;2|c-7°7;^5 Kp s cM2 
5 DEmO 2lc:-^^tl5MABL-2it^^S5l5<^-:4^^F vOitSia^JS-tJ^T^y 
^ia^J^gBa?!l#-^ : 2 9 JC^f o 

. MAB L - 2^#:*5!€<^-5^^F v y h^^^^-t^XJI^mn^n^lt 
10 p s c M2 D Em 0 2^i^ ^-<Sr::^^@B L 2 1 (DE3) pLysS 

(STRATAGENE ttM) KmW^^i^tc, ^-:y^^:oV^■r. SDS-PA 

5. 12 ±mMWM&<^MABL-2^^ft^(D-;zis:MF v7K';^7°^K(D 

15 MM 

L-C# bnfc:^J®®<^ v'i^^>'U=i P =-1: L Bltj^fe 3 m UC-C 2 8 "C 
VrmrmmU itL^7 0inlOLBi§*ir*tx.^t\ 2 8'CI;:T-^^«^ 
frofco ;i©p re-culture^7L© hBmMKUx.m€, i^^r-^r 
V^ — §rfflV>T2 8'C> M^iifiS 0 0 r pml^XJt*Lfcc O.D. = 1. 5 

^mm^m-b^m (1 0 0 0 0 X 1 0:53^) n:mt LxmuLtzmm^ 

5mM EDTA. 0. IM NaCl, l%Triton X-lOO^-^tfS 
0 mM by :^m.^mmm ( p H S . O ) t:M^. (out put : 4 , duty 

cycle: 70%. I^^^XIOIh]) i ®#:€r?i3c#bfCo ^ «^»jS'il^:9-|f ( 1 
25 2 0 0 0 Xg, 1 0:^) et^i: LT|E]l|Ktfc$tA<$:l-5mM EDTA. 

0. IM NaCK4%Triton X- 1 0 0 ^tt^ 5 OmU h V ^^MM 
m.^m (pHB. 0) ^An;t, M^WiS^aa (out put : 4. duty cycle : 50%, 

3o#x2) <irm\ (1 2oooxg, 10^) K^^mm&m^tt 
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g6<?SeM^^^fc^A(*^^6M Urea. 5mM EDTA, 0. IM N 
a C 1 Sr-^tP 5 0 mM h P ( p H 8 . 0 ) (Jl^^U 4M Ure 

a. 5mM EDTA. O.IM NaCl. 1 0 mM :^ h^'^' / —;\^^ 

5 -^tf 5 0 mM h y :^mMW^W. (p H 8 . 0) X'Wm^t LfcSephacryl 
S-300 (5X90cm. AMERSHAM PHARMACIA ^±M) ^JI^Mj^^^ 7 M^. 
5 m 1 /:9-cm^P U ^'g'UTV^5i9i^^a©-5|s:^F v%K^*U/t, ^W^^ 
SDS-PAGE-e^^-WU M^Oii5V^®5^{:loV^T. O. D 28o= 0 . 2 5 tJlJjC 
5<3:5^-y/^'MT"^V^fc^^AT«m^ 5mM EDTA. O.IM NaCl. 
10 0. 5M Arg. 2inM 3l5uM^>^f';^-i^> 0. 2inM ^'fbM^Vv^J'^;^-:/ 

^■^tpsomM hV:^^'smmm (pH8.o) l^i^ur^^f^ 3 nifrp w i 
J:<?> ^tMU^f^Srfrofeo $6)f::o.i5M N a C 1 Sr^tp2 OmM 

i^af?^ (pH6.o) ic^LTsm^^u ^m^^n^tzo 

15 0. 1 5M Na C 1 ^-^tf2 OmM (pH6. 0) T'WftbfcS u 

perdex 200pg (2.6X60cm. AMERSHAM PHARMACIA ^/^^i 

-Kjfet'-iJ'Ofci:. ^gl^-^^-9-yf-iJ'0 2oof-j5^:a5:^tij$3x^o S 

DS-PAGEir (lll2i#Baj ^T>*<//^Mi§©^i±JM;5^b. 

F V 3}f y ^7*5^ h*(Om 4 %-C?fc-ofco 

5. 13 MABL-2j7i:^fejlSg?i|filM— ;jg^F vxKy^T'f^Kt^ in vitro 

25 t M AP^ate^^^ALlfcL 12 1 O^IS (h I AP/L 12 10) ^^V\ 
CHOmS^RXf^mmMM^OMA B L - 2 ^^i5:ft3feO-^|s:^F v y 
K (MABL2-scFv) ©T h-e^;^^©!^^^^ ^©2o®7'nh=i- 
/WZlXAnn e x i n-V (BOEHRINGER MANNHEIM *fcii) D^f+UfCo 
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W.—CD'fn h=2-/WS, h I AP/L 12 1 X 1 0^m\^s ^WW^^ 

i!i^SS3 M g/ml t?»U 24ltMi§^U:fc, ^W-Wrt\.X. 5. 9t?# 
^5:CH03Nfllia*5t5MABL 2-;*:i^F vO^/'^-S.Of^-l'-^-^ $tlC5. 1 

5 -ri^;^! g G^^$:f::oVN-r^f^LfCo Annex i n-V^fe^m\ 

FACS c a nilfi (BECTON DICKINSON ^t^i) JUT^^St^^SlI^Ufco 

m-OZfu h=-/Ki. h I AP/L 12 1 O^iHasX 1 O^'^J::. ^fls 
^^iS^.^i^^i^ 3 /z g /m 1 T'^^P 2 I^FBli§«m{C^ F L A G (SIGMA |± 
1^) ^*l-^Sl 5 iig/m\ T'»t. 5(::2 2^rBllt«Lfc„ ^fl^W^ UT. 
10 5. 9T'#:fcCHO«S^MAB L 2— 2^^F v(^^y-7-jStt;53:/ hn-/V 

i \.X-^^7. I g GK^^(^}^oV^T^MLfc:, An n e x i n-V^feilr 

fTV\ FACS c a n^Wi^Xlk^^^m^hfz. 

Ann e X i n - V^felCi 5^^CO^§^^0 2 5 ~ 3 1 ^w^tl€3^^UfCo . 
^(Om^. C H O i^JjaRt;«;'cM^i!&0^OM a B L - 2 S F v 

15 ■ y-<:7'^KOi?''Y-r-{4=>'hn-;u (112 5) t Jtl55 LT^ bV«IE^^^* 

Lfc (112 6. 2 7)- -bK cnommLxy^i^mmnmM^co-ifimF V ^zf 

^K(Z)^y-7-OT:^b-i^';^^^f^^{i^febtl^d^ofc (E12 8. 2 9), % 
fz. W:FLAG^ii^<DmaK2:^. CHOmM^<^MABL-2^fls:^5fe— Tf: 

20 5E^^^tfc (glS 1)0 

5. 14 s c F v/CHO;Ky^yf^K(Q^y^— iRU^^^-yOt: h#Mffi 

(1) -^e^j^jfemfc h I gGjtfiife 

25 K) <^^a:fis j!^T<DEL I SAT'fTofco 0. 1 (pH9. 6) 

T- 1 M g/m 1 tfc-t'¥5it h I g G^W- (BIOSOURCE ^±M^ L o t # 7 

902) 100/zl%96 e^oc/l-T'^- h (Nunc ^M) »;t. 4^0-^— l^-f ^ 
dfa-^-e/gi^U ^<^s$r@^a<bUfcc yns/dE^>'^^omx ®:Pi#l?Lfe-r«>;^ 
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« fc^VS:iilB°B i: UT t M g G (Cappel Lot#00915) 100 

n i^mMu^uKX2mm^y^^^-'^3''^i'ftc m^^^. 5000^^ 

^LfcTJl^:^ y ■:7;i-:^y7^-'^m^k^ h I g G^^*: (BIOSOURCE ^M. L o 

t#6202) ioomi ^m^. Mmcximm-(y^^^--y3yLrc, m 

5 4 y^a.^—iy B y(D'^. MICROPLATE READER Model 

3550 (BioRad ^iM) <Sr^V^T4 0 5 n nK^fSpfef^trSll^U ^a'icDt h I gG(D 

(2) ^#^i^C9M 

10 s c F v/cH07Ki;^y^Ko^y-7-:Rt>*^v-v-{i, MiiM 

SLfcPBS (-) S^^V^T. ^tl.^*no. 4mg/mK 0. 2 5 m g/m 

(3) fc h'i'«|!t-^!:7;^*x/^<^f^^ 

15 T) ^^V^T in vivo ^{-^LfcKPMM2M 7 - 2 3 6 4 7 5 -^-^i^ 

^) ^1 0 % v'l^iSlfiL^ (GIBCO BRL ^U) ^^tfRPMI 16 4 OifiHS 
(GIBCO BRL |±^) 3 X 1 0 ^^/m 1 Kfa 5 J: 5 l^lpSSlUfCo ht^Z^bm 0 
JItT v-T t3 GM 1 ^f^E (ft^i^^^fciSl. 1 /^'f T/W^ 5 m 1 ^WM) 1 0 0 1 

20 «M?^2 0 0/£l {QXlQ^m/-^^^) ^Jl^JiJ:'9SEALfc. 

(4) ^f^S-^ 

( 3 ) Ufe t h ^-r -'I'tZlS^ K P MM 2 U^^m.^ 3 H 

1B2|H|. 3 0^. ±|B (2) T-HMbfeS-^TOs ^/v-f42 5 0 

25 fcPBs (-) ^nm^i^2m. z^m. 2oon\. mMi^^^^\^f^. 

(5) s c F v/CH07Ky^7'5^K<^^y-^-^^t/y^-T-<Dt Mf-flffi^*! 
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h I gCm(Dmt\ZOV^Xlt. KPMM2iifflW*l^2 4 0 iJCik^^^^L. 
5 ±IB (1) X'i^-<rcEL I SA^^^^Tfc M gGfi^tij^Ufco ^O^^, P 
B S (-) ^-^mxtt. i(tL«t M g G (M^i^y<^M) Mt^ma 5 0 0 M g/ 
m 1 ^T'±#tTV^50^CS^ U s c F v/CHO^'Y-v~S4Si^Tit>i*fi§i¥05 
l/.l 0J^Tt^^JCi£^it'Cfcl9, s c F v/CHOi?'-l'^-d5KPMM2M 
(7)i^5il^^^tc3S<J])^JUTV>?»::<b:65^$tLfc (03 2)„ 4^?^Ffl{-o 

10 V^T'blIl3 SiC^i-ijoD, s c F v/CHOt^^-f'^-S-^^TfiPB S (-) 

15 ^■k.h^^o 

5.15 g^lk^^i^^ 

#^AOM^--/N°y >M3ltfcait1f JCilpmL. PBS (-) 
20 [H]?5fc#Lfc^. PBS (-) KXMc.^^^m^2%<D^imWmm^^U\^f:.o ^ 
^■^^^/y/Wi> UT-^e^;;^ I gG (Zymed ^lU) ^ffiV>, MABL-2^ 

cH03SBjiiaa^©-?}i:^F v^y-<::^^F^y-7-. ^^-^-^ ikimu^ 

25 <^$t^*:f-^:7'/^^ 5 0 ju 1 Lfc^'fc, 2 ^ 5 

0 M 1 msi. L. 3 7 'ct 2 3 i^^x 4 t;-c— a^^*# 

?i^^i|9J^LfCo -tfc. jy-fi^i:LT. PBS (-) t:^Qit 1/!>*/v^JB 
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gG, MABL- 2^ii^i-i, O.Olx 0.1s Ix 10> lOOju g/m I , — 
:^mFv\ts 0.0 0 4, 0.0 4. 0. 4> 4. 4 0s 8 0 n g/mlV:kmmM 

^tfc, ^(D^^it^ Tl2(7>« 2 l^^i-ii »? s MABL-2^^$:-e(t> 0. 1 ;u g 
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mmme 2oOH^V®^S.D«2o<DLi^VM^5|r^tpefe^*t^^s:s c (F v) 
tJ^>«r(DS$<D^y^Fy ^IrW-f 5MABL-2^fls:s cFv 
6. 1 MABL-2j7t#:s c (F v) , |§3l7"7;^^ K<^«^ 
MAB L - 2 mi^'^mo 2 ^OKmymmRXJ' 2 0(Z) L^V^*^?r^ti>«^ 
15 [s c(Fv)2] F^^f^^-rSfc^s tuizEpCHOMS (M 

A'BL-2Ui^m^<Ds c F v^a-K-rSDNASr-^tf) ;^£tTl-:^i-a «9 P 
CR&{J:i:!5^U m^i^ltcDNAm)lt:p CHOM2izmALtZo 

5DNA^w^^^:/y iJ^^x-r^EF i:/7-f^- iMJm^: 3 0) ^Ig^ U 
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y i?''fXtJ.oy;/;<7-'gg^Sr='-K-t5DNAE3?!l (ia?lJ#-§- : 19) RtJ^S 
a 1 I^JPS^^^iatPfi[$r^-t-5VLLASy7'f-7- (@a?ij#-^ : 3 1) iSr^ 

5 PC R^^^ ^OOMU*^ IOmK^IOXPCR Buffer #1.1 mM M 

gClz^ 0. 2mM dNTPs (dATP. dGTP. dCTP. dTTP), 
53.= 5;V(0KOD DNA7j<yp<7— ^ (£il±m#ii6tfcS^)s 1 aMO^T'^-T 
-r— > S.t)5l 0 0 n gOilMDNA (pCHOM2) ^"^WtSo PCR^?^^£r 
9 3 0#rp!. 5 Q,X,\Z.X 3 O^fB^t/T 4t;(^T l^rf^s ^(Omn-^tHi 

PCR^^ife^ QIAquick PGR Purification Kit (QIAGEN %m ^^V^T!^^ 
U Sail T?mU #b^fcDNAif)t%P B 1 u e s c r i p t KS+^ 
iJ^i?- (:^#I&I±®1) ICiJ^n-ni/i/L^o DNAiaa?iJ^?i^O#. ELV^DNA 
ia^J^*i-5DNA^;t<lr^tf:/7:^? K^Sa 1 I-C«L. #?itLitDNA 
15 ifJt^S a 1 I -Cr^-fbLfcp CHOM21C Rapid DNA Ligation Kit (BOEHRINGER 
MANNHEIM ttM) ^ffiV^■Ci^i^ bfCo DNAE^J^^wmx jE U^DNAiS^J^^ 
-rSDNAf^^J-Sr-^tf/y;^^ KI:pCHOM2(F v)2i-^i&Lfc (13 3 4 
fiS), FpCHOM2(Fv)2{C-g-^^5MABL-2^i^s c (Fv) 

z^'^d^mmwmMT % jmm\^mm^ 3 2 

20 6. 2 g^(7^:^^0^:/f^K!J^^;&-^#i-^MABL-2^<^s cFvISm 

S^Oft$(D^3?'f-Ky :^:*-^^U ^L-C [Hi^] - [L^] (OTHL). 
[L^] - [H^] (£iTLH) i:*5J;5f-VM^^5^^Lfcs cFvSr. ma 

25 HL-^^yos cFw^ipm-r^tzm::. ^-r -p chom2 (f v)2^mmtv 

TCFHL-Fl (i£^J#-§-: 3 3) &tJ?CFHL-R2 (ia?!l#-^ : 3 4) 7" 
^'T-r-, CFHL-F2 m^m^ : 3 5) RXJPCFHL-Rl•:f7yf'T- 
(mim■^: 0 3 6) {Cj:DKOD7Ky;>«7— ^l--C9 4'C3 6 0*0 3 0 
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7 2'ci^Fb1<7)sjs?$:3 oiHijSi?))§i-pcRs^&^m\ d'mKv-y-w, 

5 CFHL-F lS.r>XFHL-R ^^inx.T$?3l^3 Of-'YiJ'/V 

^4il(OcDNASr-^tP7'7;^5 Kp GEM-M2LS0PGEM-M2H 

1-6355 7mm) ^mmt lt. ^tu^ttr ? mnm^ : 37) rxj^ 

10 CFLH-R2 (iH»-^: 3 8) CFLH-F2 (lEi^lJS-^ : 3 

9) S.I/CFLH-R1 (iB^li#-§- : 4 0) y^'f •^~«^^V^TKOD4^ U 7 
-if tCT9 4t:3 0|!>. 6 0\:3 0#. 7 2^: 1 ^J-RS^^SJCS^^ 3 0 HI 

j|fei9ig"rpcRS^&5irfTV\ s'wcy-^j^-iaa^iJ^-ttfL^x S-Tj^s'-diiicFL 

15 A^mmtLXm^L^ KOB^V y^y-ii\^X 9 4°C3 03\ eoX:30^\ 

7 2Vi^m(D^!t>^5mm^MirFCRmi:>^n\'\ t 7s.u5cflh-r i 

FLH-F4 (@aa?IJ#-i-: 4 l) jSltJ^CFLH-R 1 y^^-^-^IBV^T 9 4^: 
3 0#> 6 0'C3 0#. 7 2t:i^m<DRm^3 omm^M-tPCR^Jt^^ff^ 

20 r ifCj; 9 y :/;i7— ^■^^7'J:V^LH-Oi5'-1':7°® cDNA^rf^MLfco 

;i5 LTf^MUfcLH-Ox HL-Oi5'-fy<^cDNASr^J|5B^^Ec oR K 
BamHI (SMit) X h o I MIS^5!l§I»ftl5ffi<lr-^*/iVMtlLi6'^^ 

m:?'^;^ 5 K I NP E P 4 J:: Ligation High t^^V^r^Ab. 
Competent E. coli JM10 9 (n ^;,7^f i^i^-iy) ^mW^^hfCo ?f^H^4feb 

25 fc::J^^®J:"9 QIAGEN Plasmid Maxi Kit (QIAGEN) KX-:fy ^ V^WUi^f^o 
r P LXy^x^^ Kp CF 2 LH-Ojlt)«p CF 2HL-0^f^l!iLfco 

«:pCF2HL-0^^i UrCFHL-XS (iaa^J#-§- : 4 2 ) , CFHL- 
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X4 (@a?lJ#-§- : 4 3). CFHL-X5 (ia^J#-i- : 44). CFHL-X6 
(ia^J#-t: 4 5)> XttCFHL-X7 (|B^J#-i- : 4 6) 05-fei^;^7'7^'=!'~ 

-^:4 7) T'^-T'^— SrffiV^rKODJKy^7-^f^^l■C9 4°C3 0^^>^ 6 0"C3 

5 o#. 7 2t:i5>fHi<D^j^:^3 oisi#i9ig-rpcRSj^;<^m\ #e)^/cRf5ii 

i^^^JPS^mXho I. BamHI (SMat) iCT^SUfc. #bnfc»rJt^p 
CF2HL-0<^XhoK BamHIf--<bt:: Ligation High C^^^) =Sr^ 
V^T^AU Competent B. coli J M 1 0 9 ^?l^|C^ife tfco MM^^Lftizm 
QIAGEN Plasmid Maxi Kit iCXT^y::^^ K^»i^Lfc„ ^1 5 UT. li^^ 
10 7:^5 Kp CF 2HL-3. pCF2HL-4. pCF2HL-5, pCF2H 
L-6&t;«pCF2HL-7 ^#|Sl Lfc, Ml- C O S 7 mX'<73-ig6^l§mi-^ 
v^5|§m:7'7:5^5 K^f^SSl-f SfcJt)*::. pCF2HL-0. pCF2HL-3. 
pCF2HL-4> pCF2HL-5> p CF 2 HL- 63ttJ«p C F 2 HL - 7 

^mmmmE c o r i ]^t;jB a mH I i&m) \^xmm u msooh pom 

)i^m%W}Wmm^m.-:^y^K FpCOS KDE c o R I S-t^B a mH 1 h 
\Z Ligation High ^^V>T^AL. Competent E. coli DH5 a (K#lfe) S:?^ 
KteifeUfco ?^SCfeifeUfe:*Cli®i >J QIAGEN Plasmid Maxi Kit KX-^y:^^ K 
^ifilS^tfc, r5LT. i^JgT'y:^^ KCF2HL-0/'pCOS 1, CF2H 
20 L-3/pCOSl. CF 2HL-4/P CO S 1 . CF2HL-5/pCOS 

1> CF 2HL-6/pCOS IJltJ^CF 2HL-7/pCOS l^i^iSiUfco 
ft^6tl3fe^3|i: LT. 7*7;^? KCF 2HL-0/P COS l(D«it5|:Ei3 5|C^ 

U w3XJ::-^*tT/5MABL 2- s c Fy<HL-0><D^mmnRX/7^y^B 

25 7 ^ y ^sajij^m 3 e KTjk-t, 

pCF2LH-0^^i:UTCFLH-X3 (iE^J#-i- : 4 9 ) . CFLH-X 
4 (iS3?l|#f-: 5 0). CFLH-X5 (aB^J## : 5 1). CFLH-X6 (IB 
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mm^: 5 2) XfiCFLH-X7 : 5 3) (D±yy^yy-(^-RX/ 

^V^-CK0D7J^y ^»::T9 4t 3 0#^ 6 0*C3 0|!>x 7 2 1 5^F>g<^S 

J$;^3 0[E]^i!}TS-tPCRSJi5^m\ #bnfcS^&Sife>^*JPS^^Xh o I . 
5 B amHUCT^SL/Co #btl/cifittrpCF 2 LH-0<DXh o K Bam 
HI1^^ h{C Ligation High ^ffiV^-C#AL, Competent E. coli DH5 a iM 
Wm trMMU^Ltlo mM^^Lrz:km^X*) QIAGEN Plasmid Maxi Kit \ZX 
y^;^^ FtrJitl^LfCo :i5UT. |gm7'7^5 KpCF2LH-3. pCF2 
LH-4, pCF2LH-5^ p C F 2 LH- 6 ^TJ^p C F 2 LH- 7 ^-f^SSib 
10 fco KiccOS 7»T*^^-ii61]|lm^--fflV^S^m^7:^5: K^ftl^i-^fcJ^tc. 
pCF2LH-0^ pCF2LH-3> pCF2LH-4. pCF2LH-5. 
pCF 2 LH-63tt)^p CF 2 LH- 7 Sr$!lPK^^E c oR IRXJ^B amH I 
i^mW) tcT^taU 0 0 b p©®f>i-trT^a>-y?.-i^/vl;^^tbJ-J:5'5^ 
/^;5^?5©lElilXl^J:<9iftMLfCc WbtLfcifit^tfLSbi^MBm^y:^ 5 KpC 
15 O S.l <^E c o R I RXJ^B a mH I btC Ligation High ^^V^T^Ats 
Competent E. coli DH5a (MW^) ^MMU^Ltc, M^U^Ltzi^mM^ 
•3 QIAGEN. Plasmid Maxi Kit fZlTT'^^^^ K^i^SSUfCo :i 5 LT. 
$ KCF 2 LH-O/p COS 1^ CF 2 LH- 3/p COS 1^ CF2LH- 
4/pCOSl. CF 2 LH- 5/p COS 1. C F 2 LH- 6 /p C O S 1 
20 I>*CF2LH-7/pCOSl^{^MtfCo i^m^^imtLX^ 7°7x^^KCF 
2 LH-O/p COS l(0#3g^il3 71j:^U ^ItuiC-^^nSMAB L 2 - s 
cFv<LH-0> <^)igSia3?iJSt;T ^ y mSi^i SriBa?lI#-i- : 5 4 fJ:^-to * fc 

6. 3 COS 7^J8at;:fett5 s c F v^TJ^s c (F v),g)|g3l 
25 (1) WlfiL?»i§i^&T'<^ig^±m<^M 

13 (JCRB9 12 7, t:a.—Ti/1)--r^^^^liP^MH) i@6<)ISS.^ff o 

fc. COS 7>iffliaW:l 0%4^1i§lljllL?il (HyClone) Sr-^tPDMEM^^fe (GIBCO 
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6. 2HL-0, 3~7//pCOSl^ ^>L<fiCF2LH- 

0, 3~7/pCOS lXf^pCHOM2 (F v)2^^5^iJ'— S:^ Gene Pulser Igfi 

(B.ioRad |±i?) ^^v>T^ i^^ h P 7i< V— 3 ^^ic J: t) c o s 7 »fc h 7 

5 ^i^iXaVtfCo 

DNA (1 0 M g) tDMEM (1 0%FB S, 5 mM BE S (SI GMA 

mpm^ O.lTkV, 950^F (D^MKX^Vl^:^ $r#X.fcc 1 0 ^fp^^gO^^ 
hn/KV— >3:/$tlfcm^SrDMEM (1 0%FBS) ^^Jcm-^U 
10 7 5 cm^7 7;^=i{^;!JD;tfCc 7 2 B#Ppm*^> it«±?f iS'L^:9•g|{-i: "9 
»?ife>i-^l^*L. 2 2/xinJi?V/Vh5/:/7^>'U^- (FALCON) 

TMiiL^ r.il^^«±tt (CM) tLfeo 
(2) Mjf[L?Slt«&-e©j#||±?^(^^i^ 

±IB (1) tmU(D:^^vhyy:^ys.-};i/B>L1tmB^'DMEM (10% 

15 FBS) j§M(^;tlDx7 5 cm^77;^='}^X-^i#«t7'c^. J#«±?f^^T, P 
B S KXm^^^s CHO-S-SFMII (GIBCO BRL ^tS^) UfCo 7 

6. 4 COS7 CM»(D s c F vRtJ^ s c (F v)^(Dlta 
20 Mies. 3 (2) -ep^UfcCOS 7OCMit3(cio}i-5ffi-«'C0MABL 2- s 

c F vS0s c (F v)2<^;i<y^7°^K^TIE<Dai!3lz:!>^;^;J'i^>*'^P>j^X^:/:J^ 

#COS7 CM^COV^■r^COV^TSDS-PAGE^^TV\ REINFOR 
CED NC)^ (Schleicher ft Schuell ^t^) (C^^Lfco • 5 %:^^i>. 5 /V^ 
25 (^P^?LIIM) {CTyn2/^:/j/'^fTV\ TBStcrSfe^^, ^FLAG^#: 
(SIGMA ^hM) ^Mx.f:Lo MM^X^:y^^^—l^3VBLnmW(D'^. -<jvir^ 
i^^— I gG^^^e (Jackson Immune Research ^tlSi) ^t^TL^ M 

mzx-ii^^=i.^-'yByRxim^^, ^%mL^mx\u ^^-^^tz. (039)0 
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6. 5 7a~-i^^ MJ- 
MAB L 2 — s c F v^XJ^s c (Fv)2©t: ^ Integrin Assosiated Protein 
(lAP) ^lI--•<Di^S■^t^S!!Jt■t5fc*^ mU6. 3 (1) Jr-CP^LfcCOS 

5 •7!>;^eii(L-ismt5^L 1 2 1 om2x 1 o'fi{c. ^Jg^rye. 3 (l) T»#b^ 

3 l^RXfm^O^, 1 0;ig/mlO-vr>;;^^FLAG$t#: (SIGMA ^± 

^fls (BECTON DICKINSON tt^) ^:Mx.fZo W^-f y^^^-i^3 yRXimi^O'^, 
10 F AC S c a n^g (BECTON DICKINSON ^tM) {CT^^5t^<l:a!(^Lfco ^<^^ 
#COS 7j##±?tlJ(^a-<r©ft$0-<y5^Ky V;«?-trWi-5MABL2 
-s cF v^t/s c (F v)2fis fc M APt::^LTi^v^^fPi4tr*i-5wa:^5^ 

(04 0 aXtJ^b), 
6. 6 in vitro X^(DT^h—iy:^m^^^ 
15 BulEl. 3 (1) jCTP^UfcCOS 7mJ§«±^t{^:oV^X. tMAP^ 
ite^^^ALfcL 12 1 Oi^Jia (h I AP/L 12 10) tC^-TST^K h-iX;^ 
mMi¥^t:Ann e X i n - V (BOEHRINGER MANNHEIM ^-^K^ ??^ftL 

h I AP/L 1210 m 5X1 O^iaiC, #-<i5'i5'>-^5#Wfei^LfcCOS 7 

20 Mit«±»^)5v>{^=ii^hD-7^i: L-ccos 7mmmm±mt:^m&i o% 

T-^^PL> 2 4^FBli#||Lfc. ^<D^^ Ann e X i n-V/P I^feSrm.\ 
FACScan^e (BECTON DICKINSON ^tHi) \Z.X^tlt^mt:m^L1to ^OW 
COS7 CM'f'Os c F v<HL 3, 4, 6, 7^ LH3, 4, 6, 7> 

5. U?s c (F v)2{th I AP/L 1 2 1 0«t3:MU-C^^Miia^^^#Lfc„ 

25 #btLfc^;i:^ll4 l(C^nm^i-o 

6. 7 MABL2-S cFv:!^U^s c(Fv) , OCHO>Nflliam§m^:^:^— 0# 

m 

HUiaMABL2-s cFvROts c (F v) 2<lri#«±?t35*bi^i^i-S;:i t 
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MISI. 2{iTSI|![LfepCF2HL-0, 3~ TS-t/^p C F 2 LH- 0. 3 
~7(DEc oR I - B amH I ifr>i-<^. CHOmm^^^^ ^ — P CHO lO 
5 E c o R I a mH I Ligation High ^r^V^T^ALx Competent E. 

coli DH5a ^?^!KteJfeLfCo J^M^^bfc:*:J^Bi ^ QIAGEN Plasmid Midi 
Kit (QIAGEN) KX-yy ^ K^JfSil Lfc, r <Z) i 5 LtH^lT'y ? K p C H 
OM2HL--0, 3'-7STJ«pCHOM2LH-0, S-Z^-f^i^tfe, 
6. 8 MABL 2- s c F v<HL-0. 3 ^ 7 >. MAB L 2 - s c F v < 
10 LH-0. 3'^7>^t/s c (F v),|§mCH0^iiatDf^Mjimr^<^i#^±^O 

iriai. 7{^T«^L;t|gm:/7:^5 KpCHOM2HL-0, 3~7RtJ«p 
CHOM2 LH- 0, 3~7itfcmj:p CHOM2 (F v) 2'<^ i5'-trOT©ji "9 iJl 

15 -^rW^fttiTteMt LTMABL2-S cFv<HL-5>. s c (F v) 2^11^6*) 

Kp CHOM2HL-5:Rt/pCHOM2 (F v)2^S!lPS^*P v 
u I {C-rm^fcUTEi^^^t-L. rtbb^ Gene Pulser ^fi (BioRad tt^) ^^Vn 
TJcV-iJ7 hn/Jf Ix— jya V^ri: t) CHO»{:: h 7^^:^:7 31 i^v-g ybfdo DN 
20 A(lO;ig) PBSifilXl 0 ^M/m 1(^0. 7 5 m 1 ^^^-^^y h }^ 

An;i. 1. 5 k V, 2 5 /X F©^4lcT/'^/v;^tr^;tfCo ^tSt-T 1 O^FbIo®^ 

■^^■rS^i^^a-MEM^iffi (GIBCO BRL ttl^) tC^IPx.^* LfCo 

25 i-'5^^:=f^#a-MEMi#^ (GIBCO BRL tt^) ^^Dxi#«tfCo ^h^mWi^^ 
methotrexate (SIGMA ^M) Sri^igJ^ 1 0 nMX'^^-t^mMXMi^^^U 

#bnfejii|eil&^o — 7-21? h/U'^i-Cillln.^ig^CHO-S-SFM II (GIBCO 
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l^^{-Lr> MABL 2- s c F v<HL-0, 3, 4, 6. 7>&TJ'<LH 
-0, 3. 4, 5, 6, 7>SrilM^-^mi-5CHO»^T>*^tlb©CM^ 
5 #fCo 

6. 9 MABL2-scFv<HL-5>(Dy^-7—RXJ^sc{Fv)^(DmM 
Fy<HL-5>RXJPs c (F v) zO^ti^^frofeo 

<*tM?fel> HL-5StJ«s c (F v)2^, ■efDxKU-^T'^KtDC^OF 1 a 
10 gia^iJ^WUyc^F 1 a g^<$:T7^:^x^;i77Ai^p-7 hiJ^y^-f-J^tJ^^J^" 
/W?tji^^ V^r^t®l bfco 15 0 mM N a C 1 ^^tf 5 0 mM T r i s ^M. 
mmn. pH7. 5 (TBS) -C'2pie<k;tfc$i[ Flag M2 Affinity gel (SIGMA) T- 
jf^^Lfz^7J>. (7.9inl) JCfiuiae. 8-C#btbfcCM (l L) ^^ML. T 
B ST:^7yA^Sfe?t^, 0. lMiif])i/ymMMm^. pH3.5T'scFvlr;& 
15 ^AtI^?);^!^^^^^^, #bHfciii:9-^SDS/PAGE-C^^L. scFvO^ 
m^mmVtio s c F v®4^^|^j^||d5 0. 0 l%ttj:^Xoi^Tvfe e n 20^ 
>bn;ix Centricon-10 (MILLIPORE) X'^^VfCo SH^KSr 1 5 0 mM N a C 1 5. 
tJ«0. 0 l%Twe e n 2 0^^t^2 OmM g^^tKli^. pH6. OXW^itLit 
TSKg e 1 G 3 0 0 0 SW^y-^ (7. 5X 6 0 0mm) ict^-jfco 9^iiO. 4 
20 m 1 /m i n-e s c F v{±2 8 0 nmOMtf^^ffibfCo H L - 5 (i^St:°— 

<i: bT^'i'-7-<^^g{c, s c (F v)2l4^/•^-(^D^^:g{-^tl^t^^tt|^i^J'te 

<ffiig?fe2> HL-5S.t;5s c (F v)2S:>r^:^^^^P'vh^77>f-. />-f 

:7>r— -^ti, HL— 5t?(i Q Sepharose fast flow (7t/^-^^^T) 
25 c (F v) jTi* SP-sepharose fast flow yU7J>>^M^\ ^ZlimJEXI^^H L - 5 
i: s c (F v)2-e|^C^#^ffiV^7^:, 
(^— X@) HL-5 

HL-5©CMft, 0. 0 2%Twe e n 2 2 OmM Trisili^^ 
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m^H^. pH9. 0X'2i^^^LtcW^. IM Tr i sT-pH$r9. Ot^^SLfco 
w©^, 0. 0 2%Twe e n 2 0<lr-^tp2 OmM T r i s^M^W'^s pH8. 
5 ■C'^H'fk b;^ Q Sepharose fast flov M^WI^'PO. IMt^hO. 

5 5M^-C<0Na C 1 (D\M.B^m^MX':h 7 J>^[z.v^M\^fzy^V ^^i" }^^1^mi. 
5 fco #bnfc®^lrSDS/PAGE-er9-WU^ H L - 5 ^"^tfHi^i^^fe, ^ 

(^-Xa) s c (Fv)2 
s c (F v)2<^CM«. 0. 0 2%Tw e e n 2 2 OmM g^^«s 

pH5. 5-^ 2f^^«?Lfe^(C, lMg^@!l?pH;^5. SlcPSLfCo 0.0 2%T 
10 w e e n 2 0 ^-^ts 2 0 mM p H 5 . 5 X'^^'^it b7t SP-Sepahrose 

fast flow :^7MZ7!i^i-f^ mM^M'P. Na C 1 Ji^Sr 0 0. 5M^-t?iiJI6<) 
lJ:±lf. ;57 7A{::fli^^UfejHy^7'5^K<lr^ltiUfc, #bHfc®^>^SD S/P 
AGE-C^^^ffU s c (F v)2 2r^tf®^J|r^ii), 0-X@<D/>'f K^'¥^XT/^•^J' 

15 (^~Xm) HL- 5^U^s c (F v)2<^^^-f Kt3:^v'T/>°^^ 

||-Xm-t?#btLyS:HL-5®5^5.tJfs c (F v) 2®i5^^&-ett€ttO . 0 2% 
T w e e n 2 0 ^^t^ 1 0 mM V p H 7 . 0 "CSp^-fb Ufc^>^ Kn 

^v'T^-«i5'-< (BioRad. ij'^yi) (^»u mmmmx:^v j>^^m^ 
20 y >^mmmmm^ o . 5 T'ii:^6t){w±tf , ^ a(cp^» tfc^K y ^t'^ 

K^^tfitfCo #iii53^^SDS/PAGET-:5i-^ffU mm(Dr^)} ^Zf'f- vt^^t. 
(^=XS) HL-5&tJ«s c (Fv)2©y/U^ijl 

||XXmT-#fetbfc#iii^^^H^tl Centriprep-10 (MILLIPORE) T'lii^L. 
25 0. 0 2%Twe e n 2 Oj^U^O. 1 5M N a C 1 2 0 mM g^^MJ^^ 

p H 6 . 0 T'^PI&'fb LfcSuperdex200:^77A (2.6X60cmx 77 
/i^-ri/T) J::*=»»t;to HL- 5«^-Y^^Mgt::N s c (F v)HL- 5Xt;^s 
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)^i^$tlfcMABL2-s cFv<HL5>(Dy^-^-RXJ^s c (F v)2<^t ^ 
Integrin Assosiated Protein (lAP) ^m^0^^^t:M^i-^'ftib^ f- 

vy-srfTo^, \i h lAv^^m-^-^t^^^Bk^mmuLi 210m 

10 (h I AP/L 1 2 1 0) LTp COS l-<^ :^ 

^ t^iXH^'L/tL 1 2 1 OM (pCOS l/L 1 2 1 0) 2X10^fi(C^ 10m 
g/m 1 ©J^S^MAB L 2 - s c F v<HL 5 >(D^^-^—^ MABL 2 - s c 

(Fv)2. mmimt\.x^/^x2^i-,i.i^i^MABL-2. m\^M^tvx-^^ 

;^ I gG (Zymed ^±m) 7^±\Z.X-{ l^^z^^-i^ 3 l^RXJ^m^O'^. 1 

15 0 ju g/m 1 (D-^^7.UF LAG^fis (SIGMA |±M) ttx.fc„ -YV^^^-v' 
3 :/&tJ«a?^0^, F I TC«^-r I g G^^*: (BECTON DICKINSON ^tM) 
^Mk-TZo S^t^ ^^3.^— S/3 :/RtJ??fc#-©^^ F AC S c a n^S (BECTON 

DICKINSON ^±®i) \zxikyt^m^m^Lito 

•e^M^s )^MMABL2-s cFv<HL5>oy>r-^-St;«MABL2- 

20 s c (F v)2{lh I AP/L 1 2 1 om}::i|tM6<]J-l^-&b/cr i:{cj;i9. scF 
v<HL5>(D^5'V-^-S.t;s c (F v)2;65t M APratT^SV^^fP^4^^■t 
5ii:^S^$^fc (El4 2)o 

6. 11 i^Ms c Fv<HL-5>g)j^>r-^— RU^s c(Fv)^(D in vitro T 

25 i^S^LfcMAB L 2 - s c F v<HL 5 XD^^-^—RX^s c (F v) 2i-oV^T. 
t h I AP^jt-e^^ALfcL 12 1 Ojiifla (h I AP/L 12 10) S.IJ«t h 
^jSimMWC CRF -CEMi:iMi-^T^ y—->:^MMi¥^t:An n e x i n 
- V (BOEHRINGER MANNHEIM tfciH) ^fitC X "0 ^ bfc. 
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h lAP/Ll 2 1 O^SEBias X 1 0''j@fc5V^{;iCCRF-CEM«l X 1 0 
i|tiliMABL2-s cF v<HL5>©^^'T-, MABL2-S c (F 

I gG^^>5rnfii^-C«L. 2 4 ^Pp^it^ LfCo ^tO^. Annex in-V 
^fe?rm\ FACScanilg (BECTON DICKINSON fClT^M^iSrSii^t 
Ufco -^Om^. MABL2-S cF v<HL5>0:^^^•^-S.t/MABL2- 
s c (F v)2{ih I AP/L 12 10, CCRF-CEMOMMl-MU-CaS^ 
#&?Jj'i|iJ3a5E^^^ bfc (1114 3)o r O^m, MABL2-scFv<H.L5> 
t^^-f-^-S-tNTvlABL 2- s c (F v)2fis ©^7 r^' f-/V35L<^MAB L 

6. 12 ItMs c F v<HL-5>(^^^-y^U^s c (F v),<D#JiiLac^^^ 

IIWJ5. 1 5l3:tS&oT, S>^<0^^<^*ti!lUfcs c F v<HL-5>©i5^>r 
■^-RUs c (F v)2(7>lflLM^|^:^<^^3iL/Co 

^ y ^ p w_^;v^^MA B L - 2 Ti:iifiL?S^m:a5^;i 5 Oi::?;^ L 

— :2|s:^^#:©MABL2-s c (F v) 2&t^MAB L 2 - s c(Fv)<HL5 
>{4?g*L^i5&=»ofc. MABL-2gtflc^ffiV^fc^«^K<^gt^^^^^^ 
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6. 13 joists c Fv<HL -5 >(D^^-v-S.t>'s c (Fv) , <Dt: h#MM-7 

IIWJ6. Zlkn^. 9tcr^^|^. i^SSiUfcs cF v<HL-5>©^5^^-7- 
5.tJ^s c (F v)2{--OV^T. ^(o^mM^)^^^w^\^i^. ^'^m^\t%w\z. 1 

5 4 (3) T'i^MLfct ^#Mffi•^!>^*7=V^'^ffiV^T^ 

|^|::i!5. s cF v<HL-5>(Di?'>f-v«-^tt;^s c (F v) jO'^Ji^m^M 

10 ^ijb\ *t^^^C*3V^THL- 5S.t/s c (F v)2(1:x vehicle (15 Om 
M NaCl, 0. 0 2%Twe e nStJ«2 OmM g^^W^S. pH6.0) ^<n> 
0.0 1, 0. 1 3^(41 mg/m 1 LT, S^i^So. 1, l^fcfilOm 

g/k g{C3ie5J;5i--^!?;^JcS4-uyto ^^R§«v e h i c i e<^;^^g 

15 t h'fl'MM^ia»*im2 6 0 S{::M<lr^^®U iL?f (^m^? ^'/■^iJ'M^E 

n (114 5) jg.U?s c (F v)2S-^l¥ (0 4 6) ^Zl^m ( v e h i c 1 e S# 
HL-5S.t>*s c (F v)2Ja5-f >'lfAl?{C:j3VNX%^^fc^L®iif^^^^-r5wi^ 

-atp-^^F V 

25 t hMPL}C^i-2)t ^n—Tjv^^l 2B 5©V|g^^=i-Fi-5D 

7.1 1 2 B 5 Hmv^ac^ 3- K-t-5 jt^^g)^^ 
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(D])-y-m^l (ia^J#-§-5 6) (Eur. J. Itdmunol. 1996 ; 26: 63-69) Sriiij^^ 

"t^bzt tfco Ltz^mmmt^ti'ein 1 5 b p 7 5^ :/iB 

m^W^X0\^4:^(D:tV -^y^^Vilr^Y (1 2B 5VH-1. 1 2B 5VH- 
5 2, 12B5VH-3^ 12B5VH-4) fC^^fiJ 12B5VH-1 (IH^IJ 
##5 7) &TJ«1 2 B 5VH-3 (iB^JS-^:5 9) fiir i^;:^;^|B]T% 12B5 
VH-2 (ia^J#-i-: 5 8) &t/12B5VH-4 (@B3?lJ#^ : 6 0) f^iT:/^ 

lCi«5T5/-fe:/:/y ^iirfc^. ^m-fy^-^- (l 2B 5 VH-SRt>'l 2B 5 
10 VH-A) ^Mtl. ^:R03t^^^liii®tfc:c J^i^S, 12B5VH-S {iB?iJ# 

Hind III wmm%i^wiw\!L^^v^'m\^^^i^b\^. 2b 

5 VH-A (iB^J##: 6 2) f4»7'7'<-^*--eH^V^^<Z5C*Sg<Sr=i- K 



15 I wmmm^M ^ 5 i^^^^^tiisin- tfc, 

P C R^?0? lOOiLtUi^ 5m1<^10xPCR Gold Buffer 11^ 1.5 mM 
MgClz. O.OSmM dNTPs (dATP^ dGTP. dCTP, dTT 
p), 5^^y hODNAJi^y ^ 7--^ ArapliTaq Gold (EJt± PERKIN ELMER ffi^). 
2. 5 MM-fo<^'a'^;^-y =r^^ l/:t5^Kl 2 B 5 VH- 1~4^-^^L> 9 4t: 
20 <^M?§.^fcr 9 53^rp1-^tT^(C9 4°C{CT2^rBlx ^ ^''0\Z.X 1 jiifimn 
2V\^X2^m(D'^^if'/]^^2mR^Lfcm. lOOpmo 1 e f o^^iglly^y 
^v-1 2B 5 VH-S^^t;«l 2B 5VH-A»;t> $ bJC 9 4'CJCT 3 0^ 

7 2 °CT- 5 LtZo 
25 P C R^^i^fi 1 . 5 ^MmMTlffn-P^y/U (Sigma ^iM) *^V^MM bfc^. 

aaS^^B a mH I SOT i n d III L. h H^lg^^^ i?-HE F - 

g y ItC^n-c^i^rJ^Uyto DNAiBJlJ^?^;^©^. IE U^DNAlB^J^Wi-SD 
NA8lf>tSr'^tf7'7X5 KSrHEF-1 2B5H-g V 1 k'^^Lito 
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^blJl. HEF-1 2B5H-g V 1 «PS^^E c o R I J^C ^) W^IB a mH 
IT't^kU 1 2B 5 VH?r=i-K-rSjt^^trPiSlL:fcm^ thFabH^li 
^^^^-pCOS-Fd(I^AUpFd-l 2B5H$r#fc„ flU. tfFa 

tpDNA (iB^J##6 3) $^PCR^S:>^V^ii*IL^cm. Sifem^m-<jJ'i5'- 

F - g y 1 sr^^i L. ±^tmm(D^i'^T\^xMB'f-(Dmm^m\ m:^-:^^ 

■^■^-tLX-^l^hnyKDS'mo^nt^^^ZfV^^^^U J.oE c oRI^ 
10 tJ«B a mH I fiJPS^^TOIH^J^Wi-'S J; 5 t^^H" LfcG 1 C H 1 - S (ia?lj#-i- 

15 ^7:^5 KHEF-1 2B 5H-g y iRXJ^pF d-1 2B 5Hl::-^^tl/5# 

1 2 B 5 H^pi^^*|g(DMsa^JS.ofT ^ y i^gB?!!%aa^j## : e e 
7.2 1 2 B 5 Lmvmm^=i- h*-t^mB'¥-(Dmm 

t bMPLfcl^-a-i-St h^i^l 2B5L^V|g^<lr=i-Ki-53te^«> ^ 
20 (Nuc. Acid Res. 1990: 18; 4927) ^M<DV —'^—W.^l (S2»-i-6 8) ^il^ 

t T-igfh Lfeo ^fh Lfcm.mmmn±u t mmi^'tti^fi 1 5 b p (z?:^ 

-y-?-7>jy7'iB^Jtri#oJ;5t3 4;*:<^;tJJ=f^^ V;^f-K (1 2B5VL-1. 
12B5VL-2, 12B5VL-3. 1 2 B 5 V L - 4 ) Jr^fij U . 
•^^bfc, 12B5VL-1 (iB?ll#^: 6 9) 25.t/l 2B5VL-3 (iB^J# 
25 7 1) {tir^x^ia^lj, 12B5VL-2 (M^m^ : 7 0) 2tt)^12B5V 

L-4 (iB^J#-§-: 7 2) itTl^^±y7.m^^^L. ^^^:tV =^^^ \^:t^ 
}^n^fl^tl(0^mm^i:r)T^y±yzfV^'^tz^^. ^T'^-T^- (12B5 
VL-S2^Ufl 2B 5VL-A) SriBx.. :^:g<^iie^%ii4BLfc. 12 
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B5VL~S (ga^J#^: 73) Itm:^^^ ^ -^-X*}) -^-BW 5' m^\Cy^ 

aoHi nd III mmmmmmmm-^ihxiK^ii'y^w.ntrW 

oXoK. ^fel2B5VL-A (iB?!l#-§-: 7 4) im:»yy-('^-XLmV 

5 la^JjfebtM-B a mH I MPS^m^iiSfl^J^i^O J; p t^l^tU^tl^^thUfCo 

(Sigma mi) %ffiVM^®It^^x MISl^^B a mH I Xt;^H i n d III Xmit 

m^ iEbV^DNAia^J^Wi-5DNA®f>lt?r■^^f^7;^5 K^HEF- 1 2B 5 
10 L-g K i^i&Ufc, FHEF-1 2B 5 L-g k 

1 2 B 5 Li^v|l^<^^i£ga^JS.utx 5 y ^ia^JSria^J#-i- : 7 5 (::^i-o 

7. 3 2B5-;z^^Fv(s cFv)<Df^ 
Wififel 2B 5jiT:fl£-:^iiF v«l 2B5VH-y 1 2B5VL<D)llS 

15 -^:76) ^mPi-SiliT'^H-LfCo ^hK. y >;*-iB^J^i(G 1 y 4 S e r ) 
3OI 5T^/^;5^b^£5y;^;?;-ia^J$r^V\ ff^lfig 1 2 B 5-;2|s:^F v (sc 

1 2B5) ^mmi-ito 

20 1 5T5y^^^b5^i2)y ^;«7-^^V>fcS«^l 2B5^fls:-*^F vSr^-- 
Ki-5itfe^fi 1 2 B 5 H0VM*^> y i^*-' gS^> :Rt;« 1 2 B 5 Li^VH^^ 

4 7 ll^^l 2B S-^lcipF v(^#3|^©;/hfelC6^(DPCRy 
7^-7- (A~F) ^^fflbfco yy^-r-A. CSTJ^EJi-fe^J^ia^il^r^L^ 
25 T'y-fV-B, D25:t>*Ffi7'i^f^-fei^;:^iB^JSr^-r-5o 

HmvM^Ofc^xDBu:;^^^-^-^-! 2B 5-S {zfy^^-A. ia^J#-§- : 

7 7) {I. Hmy~^-ia3?(i©5'*«i/N>r:/yi/-fXLaoEc oR iMug^ 
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HJ3 (T'^'f-^-B. iaa^J#-^: 78) HmvMi^(OC^m^=^- h'T^ 

D N A {C/N^ y y X-r 5 i 5 KBfY LfZo 

y Ofc*OBu;^y7>f-r>-RHu JH3 (y^^-^-C, Ea?IJ#-^: 7 

9) y :/;i;-ON*<ig^ = - Ki-5'DNA{::^^-1'7'y ^^-f XL£oHmv^ 

D N A i y T'-fS i 5 OTff U^. 

10 8 1) \-±hmvmm(DN^^^=^-vi-^i)NAKy^^-:fvy4p^ir6^oi^wt 

nVtZo LSiV^^©fc«i>0^;^7°7-rN'-l 2B 5 F-A (l/y-f'^-F^ IS 
^J#^:8 2) a. L^VM^©C5^ii|Str=-K-t--5DNA}C/N-f:/yi/-rXL 
aoFLAG^y^F$r=i-Ki-5iE?IJ (Hopp, T. P. Bio/Technology, 6, 
1204-1210, 1988). 2 K^iJ^D^N o t I ^JPS^^^IiW^rWi" 
15 5 i 5 l-Kft LfCo 

PCR^P&{^:*5V^T3■0(^SJC&A-B. C-D^t)^*E-F^fTV\ ^LT 

20 • ~PCR)c 3^*5. |g-PCRt^SoV^-C{i. nrnj^l 2B5HmvW.^^=''-h^ir 
Sy^;^^ KHEF-1 2B5H-g y 1 (^tfe^J 7 . l-^^R^). Gly Gl 
y Gly Gly Ser Gly Gly Gly Gly Ser Gl 
y Gly Gly Gly S e r A^Pj^jiS P :/;!i7-'®*SSr = - K-f 5DNA 
E3^J (ifi^lJS-^ : 8 3) (Huston, J. S. fe. Proc. Natl. Acad. Sci. USA, 85, 

25 5879-5883, 1988) ^Ir-^A/T'^^y^:^ ^ Kp S C F VT 7 - hM2 1 (t fM-fb 
0NS-M2 1^fls) (Ohtbmo, T. Anticancer Res. 18 (1998), 4311-4316). 
RXJ^Wm^l 2B 5 hmvmWi^=^-h'-f-?>yv^^ KHEF-1 2B5 L-g 
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H-PCR^P^O^^SS 0 M 1 Its 5 M 1 OxpCR Gold Buffer II, 1. 
5mM MgClzN O.OSmM dNTPs, 5 ^-^.^z hODNAJKy ;?« 7- 
AmpliTaq Gold (ei± PERKIN ELMER ttiSi), 1 0 0 pmo 1 e-foC^y^^ 
•r~5.tJ«l 00 n g(^#0S^DNA^-^^L. 9 4t:<D^l!jmSi--C 9^K-?r L 

/wSr 3 5 bfcm> ^m^ife^MfJ: 7 2 "CT- 5 :53^Fp1» U/Co 

PCR^^tlA-B, C-D> :BLXJ^E-F\tm-PCRX-Ty±y:f])L1to 

PCRSife^C-DRt^l M 1 OPCRKf&tjE-F, 10m lOlOxPCR 
10 Gold Buffer II. 1 . 5 mM M g C 1 2. 0 . 0 8 mM dNTPs. 5=^^y V 
(DDJSiA:^]) AmpliTaq Gold (J^± PERKIN ELMER ^tjg) ^"t^i-^ 9 8 

IX 1 (^>PCRm-g'?K<lr, 9 4X^(D^mWL^i^X9^m^LX^iZ9 4VKX2^^ 
m. 6 5'C{::X2^mRV^7 2V\ZX2^m(D^-(^J\^^2m^^Litm. ^fl 
-eiXlOOpmo 1 e-r'0<D':f'7'<-^—ARXIF^1]a^tz„ ^LT9 4'Cfcr3 
15 O^fe!. 5 S'CJcr 3 0#FsmO5 7 2t:('Tl:9•raOi^-f i^^/U^S SlElK^Ufc 

mziP CRl^ii 5 ^CfcDNA»f;tSrl. 5%i£ia;feT:«f ^-x^<J^;^SrffiV^■C3|t 
ML, Ec OR i:Rt;?No t IXmitU ^fenitDNA»f>t-SrpCH0 1-<^ 
;J'-*3j:TJ«pCOS 1^^^- (!|tlSS!E8-2 5 5 1 9 6) tC^J' o-=i^iJ^ Ufc, 
,20 *^^-<^^ — p CHO Ki, DHFR- AE- r vH-PMl - f (W 

09 2/1 9 7 5 9mm t^h. E c oR I^tTJ^Sma I ^ VH^^^^ 

^B'J^Us EcoRI-Notl-BamHI Adaptor (^?@3ttl:SSl) 

2B 5-2|c^F vOiEU>T^/^SB^J$r = -K-f-5DNAj|lf>T-Sr^tf:^7:^5 
25 K^p CHO - s c 1 2B 5S.U^pCOS - s c 1 2B 5 i:-^i&Lfc„ ^T'^:^ 
^ KpCHO-s c 1 2B5RlJpCOS-s c 1 2 B 5 IC-^SHSS^^ 1 2 
B 5 V <7)mSia^J5.D5T 5 J iffl?iJ^iB>?l|## : 8 4 l::;^-r„ 

7. 4 i(^ife)S8BJia;£rffiV^fc^l 2B 5jn:^ (I gG, Fab) RtJ^-:jg^ F v 
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12B5^fls: (I gG^ Fab) RXJ^l 2B 5mii^^^(D-:^mF v (Ti^V^ 
-ff- K) ftCO S- 7ii«KttCHOi^J!a$r^V^^m$*fc„ 

5 Gene Pulser (BioRad |±M) ^^V^fc^ VjJ' f P/KU— v'a |?it^ 
^^Atyt. 1 2B 5$tfls: (I gG) t?--HE F - 1 

2B 5H-g 7 i:jlt5HEF - 1 2B5L-gK#10ju g-fo^, 1 2B 5 F 
a bJ|f>H- 0511^1- fip F d- 1 2 B 5Hi:HEF- 1 2B5L-gK#10jug 
■fo^, -5|s:^F v(D^3^JC{ip COS - s cl2B5 (lOjug) ^PBSlC 
10 ^^LfcCOS-TM (1X1 O'iBiia/inl) 0 . 8 m llC^g-^U ^^tol^^/ 

i.skv, i% ii.YXi<o^mcx/^)V7s-^n-7LfL, ^^\z.x\Q^Wi 

JliL?»^-^^-t-5DMEMit^ (GIBCO BRL tti^) fn^JB^it* Lr::„ 
M^PBSt'-lEl^Jferf-ts $b{-»^t^j^SCHO-S-SFM II it±tl^^D^> 

tfc. 1 2B 5$t^*c*5!50-:*:^F V (:^y'<7'5^K) ©tl^^^JlgmCHO 
pCHO- s c 1 2B 53im^:J'^-^TlBO<t 5l^C 
H 0«fCjte^^A tfco 
20 Gene Pulser (BioRad |t|^) $^ffiV^fc^ l^:^' > n >i< > a 

:!^l::tfcDNA (lOOiig) t PB SlC?i^UfcCH05iija ( 1 x 1 0 

ml) (^50. 8m 1 $rjB'g>Lfct5<D?r=¥=L'<y hlrJp^Tknfi-ei 0:$>^S^gL:fc^. 

1. 5 k V. 2 5m FD (7)^l:{^T^-^7v:^^^x.fc„ ^i^tcT 1 05>ra©|E]MFs1 

•r^CHO-S-SFMII (GIBCO BRL ttM) {il^UP^it* L^. 2 0 5 
n M ^ h f Vdf^f — h (SIGMA |±$!l) bD^tJl 1 0 % i^ll&i^lfDL?SSr^tf C H 
O-S-SFM II (GIBCO BRL tfcii) iCTitHUfco ^fetLfc:^' ^-i^^COV^T 
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nM^ h hl^^-^-h (SIGMA t±M) ^^t^Mskm^mCHO- S- S FU 11 

(GiBco BRL thisi) Kxmm^^. mm±m^Mi^. mMmK^r}m!m)i^m 

5 7. 5 CHOmM^Ol 2B S^jfeO— ^zjg^F v(D!ffg^ 

7 . 4 b Hfcl 2 B 5 F v C H om^W(Om^±m^ b 

(1) ^FLAG^^^::*7A 
i#«±?f{i. PB S-C¥#<t:Lfc^FLAG M2T7^ =x><-y;^ (SIGMA 

mm (pH3. 5) x:xiyMm^Ltim&n^mmLito mmm^\t^ ^mmi: 

■h\::iuh]} :^mMi^mm {pH8. 0) ^iii;tT>t»fPt:fc, SDS-PAGE-e 
^l^ffliii^^^^ffL. ^:^^F v:dmm^jn-ftm^^ Centricon-10 (MILLIPORE It 

15 (2) ^^^yl-M 

(1) co^mmn, 0.0 1%Tween20Sr^tpPBST?sp^i{bLfcSup 
e r d e X 2 0 0;«77iN (1 0x3 0 Omm. AMERSHAM PHARMACIA ItSU) IC^JP 
Lit. 

s c 1 2B 5f^2o©t°-i^ (A. B) lC:9-;i)='HT^ttJ Lfc (SI 4 8 >Sr#BS), 
20 ®:$>A. B^i 4%-sds-jKi;t^ y/uT? K<^^^;^^l^ffiv^■r5)•*fLfc:o 

•fj^^mjhmw^m^ ^mMx-mmi^. Laemmi i (D:^miicmcxmM.^Wit: 

®^A. BV>-fnt>it5cjSf!l<^»O^M{::||t)P>-fx R.i!)^n±(0^'?'&m3 
1 kD{::¥— /<:/K<^#AfCo iii5>A^tJ«B^S u p e r d e x 2 O 0 PC 3. 
25 2/30 (3.2x30 Omnix AMERSHAM PHARMACIA ^) ^m^fc^/l^m.T^l^^ 
•J^^JfLfc^mx ®:5i'AT'«a;i^{t±<5?:$>-?a:^4 4 kD. iif^BT*«l^2 2 k 
D»C^ffl$n;t (0 5 0 aSt;^b5:#M). £(±Oj^m)5»fex ®5>A{±s c 1 2B 
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7. 6 ^m-^mF v<oTPomT^=^:^hm^(Dm^ 

thTPO^^flJ (MPL) ^|§m-t-5B a/F S^lia (BaF/rapl) 

B a F/Mp 1 0 % 1> i/S^j^M (HyClone ttM) ^-g-tpRPMI 1 

5 6 4 Oi§Jfi (GIBCO t±M) T'2 lH]^?^Ufc<^^. 5X10 '»/m 1 omS^^^ 
K^^X0\^^m\zUnLtio ^MP L-*^^fls:*fc{lt fTPO (R&D 
Systems thSSi) ^JtJft-Cji^iC^Ji^L. MlSI^ISS 0 m 1 im^t.ti\t}i YT 
P p.#f?IS 5 0m 1^1X^X96 "K-Tyf ^ a T> a^/VSpjiS-:?' v— h (Falcon ^) 
K^iSEL. C0 2-(>^^^-^- (CO2M: 5%) -C2 4WJ§«Lfcc 

10 m^^. wsT- sum i^M^^mm^msF li-:^ 9 47^:^1!^ ^±m) ^lon 

im^. aim SPECTRA Fluor (TECAN^iJil) ;g^ffiV^TSlJ^^S*4 ..• • 
SOnm, ^Rg^Sg6 2 Onin<^«a3fclit<l:S!l^L:fco CO z-^ y^=>.^^^— (C 
OaSI^: 5%) "C2I^P^-r:^'3fr«.^-M.fc^x SPECTRA Fluor ^^V^■CS^£$!I 

^ig*4 5 0 nm. >^f,«fi 6 2 0 n mOBS^tS^M^ LfCo WST-8^^{i 

mxh^l 2B5 I g G-C(iii^^#6^}CP^3fe^<Z)±^:65M«6^jHTPOilOT 
20 hm^^7^l^fc<DKMV (EDS 0 ; 2 9 nM). SiJ^I§'a^a5fiL:5^-flfiT'fc 

5 1 2B5F a b <DT ^=':^ hf^mt^^},Z.m\,^h(OX^ofc (EDS 0 ; 3 4, 
7 2 4 nM)o ^^{J:^ Us Fab •hP^lClJfCjlj^'g'^fPfitiS—ii-efcS-^^F v 
(s c 1 2B 5) (C:feV>TftED5 0^:^5 7 5 nM^3iV^T=?^:x b?5ttmi?> 
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■r--C{:tED 5 0^1:654 4 3 8. 7 nMt CO S - 7m<Di§«±?tfr^V>fcliitm 

5 ^1^o—:^mF V ( s c 1 2 B 5 iJ'V -r— ) T'}:i— s c 1 2 B 5 (::MU^\J 4 
0 0^g3SVNT=r=;:^> h^t^Sr^Lfc (ED 5 0 ; 10.1nM)o ^ "MO 
— 2|s:^F vT-{it VTPOf^^mzi 2B5 I gG©T=?=;^ hSttirH^tsU 

10 llBO^m^^tfePJ 

01. t M gGl^{^35S. t h I APtrlSm-t-SL 1 2 1 OiSBja (h I AP 

/L 1 2 1 0) {^:^t-a'L:^^v^r. t;S^^i-7a-i^-l' hp? h y-<^^m^^i-0X- 

0 2. :3r;^7MAB L - t h I AP^^m-f 1 2 1 0» (h 
15 IAP/'L12 10) tCi|#^6<J{C5^-a-f-5ri:^^1-7n-if-Y h y-Ol^ 

03. =3r^7MABL-2^i*:d^ t M A P ilr^mi" 5 L 12 1 0^13 (h 

1 AP/Li 2 10) \c!^^mz1^^-r^:it^7f:iryn^^^ h^f hy-(^^ 

20 04. *ail^(-d^:6^5-*^F v<^f^^;^&^m^6>)l::^i-0-efe5, 

0 5. ^Ic^F v?r=J-K1-5DNA^. :^:J§®tC-C^m$-^5fcfe 

06. *fg|go— ^isc^F vS:=-Ki-5DNA^. 

25 0 7. mmm5. 4X*nf^fitz^:^:^^yzfn-^ h(D^Mt:7rii-^MX-h^o 

{±i)^^9 7.4. 6 6. 4 5. 3 1, 2 1.5. 14. 
5kD&^7f:-r). pCHOl^ACOS 7»^^±?t. p CHOM2^AiBJ!a 
^^±?to p CHOM2^Ami§«±?tt::S«fiKMAB L- 2Jt:(^s-2|c^F v 
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ms. hn— /vi: LT(^p cHo i/cos 7J^i^&^^±^to^^!^^i^ = 

yVr2—/i^t LX<Dv COS1/L121 oMJ-ft^-^- t^^v^;!: ;lr^f :7 p 

5 09. MABL2-S cF v/COS 7«^^±?t0^fls:f*s ^i^hD-^^ 
i:LT<7)pCOS 1/Ll 2 1 0m^cti3^■^L3^iV^r i;?r^i-7n-f-^ 

HI 1.0. =:/hn— ;ViLT<7)p CO SI/CO S7Mi#«±?t©^^*^{*. h 

I AP/L 12 1 omm^'^^Lfi^^^Lt^T^i-y^—t-^ h> hy-<^^:^<Sr 
10 ^-f^-efes, 

011. MABL 2- s c F v/COS 7iilJJ&ie«±?t<^5^^*:fi^ hlAP/L 

1112. ^JIM 5. 6"e^i-C omp e t i t i V e E L I S AO^JP:^^-^ 
15 ;2|5:^iF V (MABL2-scFv) O^WJ^^^^B.^^ = 

i^hta— yvi LT<Dp CHO l/COS 7j^ljaig^Ji?ii:ifclS5bi:. -7^:^^^ 

-y^i UT(7)p COS 1/L 1 2 1 OMl^fi. bn— /Vi; bT©p CHp 
20 1 /C O S 7 »it^±?i^^^:(iT7i< b-^^;^ ^^^LJ'^V^r i ^^-t, 

LXCQp COS 1/L 1 2 1 0^flaiCf:i, MABL 2 - s c F v/COS 

mis. HSI^ajS. 7 0T3Kh— jy;^M^^^(Dlt:i:%^•tllIX*fe^^ hlAP 
25 /L 1 2 1 0»i::fi, 3:/hn-7UtL-r<^pCH0 1/'C0S7Ml#*± 

016. HtfeMS. 7(Dr7Kh'-i^;^f|^^;^O^mSr:^-t-0"T?fe9. hlAP 
/LI 2 1 0*|BiajJ:5EJU MABL2~s c F v/CO S 73^liSi§«±if 
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017. MMmS. 7(OT:^h—y:^mM^^<Dl^^^yriirmX'h^. CCRF 
-CEM^JStCfi, 3>'hp-/vi: tT<^p CHO 1/COS 7»J§^±?t$t 

mtr^h-^y^^^mi^Uj^^^^t^Tr^i- (ft«i£5 0%), 

5 mi8. mnms. 7(DT^v-iy:^m^^M<D'i^^i:7f^i-mx*hv. ccrf 

-CEUnmi^ML, MABL2-S cFv/COS 7iBM«±m^#^i5Si|#^ 

111.9. ^JfeMS. 9(DCHOii«BliaM^©MABL-2iT:flc*^<D--3^0F vO 

i|*S^i§g^C*5V^T. Blue-sepharose :tl y M.X"^^^bflfcm^^^^^4 Vn^iyTy^^ 

B-Ciil^ 7 6 k DO{igtC±^f-i?;iS (^n^'ixA I iStZ^B I ) iS^^ffi Lfc;i 
15 t ^^-Te 

0 2 1. 9(DCHO3ffl/ia04©MABL-2^#:ft5l5©— *<^F vO 

iffiMaig}'*3V^T# b tt;tS^^Sr sds-page Lfc0-cfc »? . ^Bmt> 

3 5 k D \z^—(D^<l^ V(O^Xh^ r i: Sr:^i-o 
1112 2. CHOmmM±(DMABh- 2^i^^^(D-:^mF V (DmUKi^^^Xn 
20 btifcM^Si-A I RXJ^B I ^^/vMtc j; !9^^;WLfc^*^^1-IiiX'fc t) ^ M^A 

1112 3. :2is:^5go-?f!:«F vilrn-K-t-SDNA^. :^m®<^^flJ|^lCX|§m$ 
III2 4. ^J|f!l5. 1 2O:)cJ10mM^(DMABL-2$ti^S5l5O-*^F V 

0 2 5. nwj 5 , 13 (DT^ h-i/:^mm.^^com^^^-rmxh t? s h r a 
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P/L 12 1 OjSaHaiwfi, a^-hn-yui LT©-ri>;^ I gGl^mtT^^ Y-iy 

0 2 6. mmms. 1 3(DT7i^h-i^:^mi&^^(ow^^^tWi'r?h^. hia 

P/L 12 1 0«tC^t. CHOmS^OMAB L 2 - s c F vi?V-^-:6S 
5 mM\^T^> V - v;^ i t ^^-r (»^^ 3 ju g /m 1 ) c 

il2 7. HJiMS. 1 3 0TJKh-i/;^glS^moj|Smtr^i-EI"^fc!?> hiA 
P/Ll 2 1 OS^iaiC^U :kmMB!^M^(OMABL2- s cFv^-f-7-;65 
P^ltTTK h r t Sr^-r (M^Wkm 3 /x g /m 1 )o 

13 2 8. ^ifeMs. 1 3(DT7^^^— >';=^^^'^m<^lt^^^i-|lX'&>3. hiA 

10 P/L 1 2 1 0»{J:fix CHOMjg^t^MAB L 2- s c F v^/-^— ©T 
/ml), 

0 2 9. Ulife^jS. 1 S<Dr^}>-i^7.^m^^(Df^^^7r:i-m'Vh^s hi A 

P/L 1 2 1 OfflflSi-fl. :^fiiffirSiia^^i<7)MAB L 2 - s c F v^y-^-cDT 

/m 1 )o 

0 3 0. HJS^^S. 1 3<^T^K^-i/y^^ig?a;^O)^$||^^i-0■Cfcl3s hIA 
P/L 12 1 OmtZlf*, =Vbn-/Ui: L-C(^3-rt>;^ i gG^flcft^FLAG 

20 ml). 

0 3 1. mmm 5 . 13 ©ttk h-'>;^«is^^<Dj^*^^i-0X'fc 9 ^ h i a 

P/L 12 1 0JBBiSl->5!fL^ CHOiSBiaE^OMAB L 2- s c F v*/'^— 
F L A Gl^ii^(DmMiz i o T^^ICT tK h — t:mmi- 5 i Sr^i" 

ii^3 /i g/m 1 )o 

25 03 2. fc h#i|Jli«^KPMM2<lr^1gLfc-7lJ';^OiiiL?f^(Dt M gGl: 
(OfiSrSDttfe^mSr^f 0Tfc!9x s c F v/CHO^^f -r-^jSRPMM 2*B 
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03 3. ll0^<a^©-r>^;^(^^#Bi:^^LT*D«?s scFv/CHO^^-v 

M^fls: [s c (F v)^] K(^-»#it^^i-c 
5 1^3 5. [H^] - [L^] i^.e5j:9t-v^^«|§U K-o-<-^i'h^V>:ii- 

1113 6. HL^-(y<D:f^v^y^h'(Dm7&isj:x:^^-:f^vv :^:^-(Dr%ymm 

1113 7. [L^] - [H^] tfl^X^KYmm^W^U S.o-<7°5"Fy 

1113 9. 4jw*5tt5!J'3:y^;5'i/:/ns/x^ Vi/©^^^^i-|lI-C$)«?. 

2 0(DH^V^^2^t>*2oOL^VMJ|^?&-ttP3iC^^#:s c (F v) aiS-t/ffi^ 
15 $(^-<:7'f"Ky ^^^-^^•rSMABL-2^^$:s c F v ;65^^L•CV^5 ^ i ^ 

^^i-^MABL2-s cFvS-t^s c (F v) zii. t ^ I AP^^:>5^J■L-ClfiV^^|fP 
20 tt^W-fS r i: ^:?i^-ro 

04 1. MMme. 6(DT:^h-i^:^mm■^^(0^^m^^■tMVh\). scFv 
<HL3, 4, 6. 7> LH3, 4, 6, 7 >Si;{ s c (F v) gf* h I AP/L 1 

2 10 Sffljiajiis* ur^^^^i^iia5E^fi^i-5 r k ^m-c 

04 2. ^iife^Fij 6 . 10 oijiw."^^wm<Di^^^^-rmx'h s c F v < h l 

i-o 

04 3. rnt^m 6 . 1 1 in vitro TtK h —>;^^®^^©*tl^^^-t-0"T?fc !3 s 
MABL2-S cFv<HL5>0^>f-e— 3ttmABL2-s c(Fv)2tth I 
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AP/L 1 2 1 Ox ccRF-cEM<Dmn^i^MLxm^^^m^ns^^t:m 

5 v<HL-5 >S.tJ^s c (F v)2:6SKPMM2W<^)^i5il*^^^::3S<^^©J.UTV^ 
1^4 5. tt^^*t^<D-^»>;^<D^#H^Sr«LX*3l9x scFv<HL-5>Jg 
0 4 6. 8i0^fiim<^-^!j7;^(73^#B^^*t-C*3'9. s c (F v)2g4-lll-:fcV^ 

04 7. 1 5T ^ ymi>^htiz ]) :^:^-mn^'^i^nm0.i 2b 5-*^f 

1114 8. mMm?. 5 (1) T?#bnfc#l 2B 5— *^F v<lr. -J^/V^tiitCi 
<9MMLfcM^^^1-Il-efe!9x s c 1 2B 5-e}i2 0<^t°-i5' (®:J>A, B) 
15 {C^;5^nfi^m<^^-fe 

04 9. ^3if!l7. 5 (2) ^C:j3V^T^ #®^Afc irJ? B «r S D S - P AG El:: 

05 0. Mi^m?. 5 (2) ^^:*5V^T^ ^®^AfcJ;tJ«B^S u p e r d e X 2 
0 0;^7 7i^(Cj:tl:$5-*ffLfclt^^;T^t. (a) m^AXnR.t^-f±<D^j^^Am4 4 

20 kDir/(b) Pi:9'BTii[l2 2 kD©|]iglC=fegt°-iJ^:6S^ttl$JtfCwi:^^1-o 

051. SC12B 5RXJ^l 2B 5^^*: (I gG, Fab) ©TP 0^7=?^;^ 
h^ttOSS^^^ilr:T^U 1 2 B 5 I g GjS^rJ^—flfi-^lc^F v ( s c 1 2 B 5) 

052. SC12B 5^y-7-25.t)^i5^-r-7— (^TPOaT:^^;^ ^S^4<^^II^^ 
25 m^^L. Z:'|ffi(^^M^-a-|fiJ^^Jto-;*:^F V (s c 1 2 B 5 tJ^-r-v-) 

I5<^s c 1 2B5i!9iKl4 0 0|^£^±5^iV^T=^::l:^l>^g^4^^U -^ro^^ttt 
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•:^/^Srai^L5sr=^=;^^#ffi^^bT*3!5. t.it^W-^'f- (who 1 e I 

mm^^isam. mm^^^m, n^-^^iBi^st. 'wnmmmm-tsxxj^ 
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5 . ^m(Oiicm.Wo 

1 ~ 5 OV>-f tl*^ 1 ^Kim.(O^WSiW-o 
15 ^m^Pfo 

9. • ltfB»*®^^:6S. 7^:/^^i/^^^4^^fcli1^-f K;&^i^S^#:"^feSx 
If 1 ~ 8 ov^TI^:a^ 1 ^iciS^weic^Jil^., 
20 10. o^yj^HTK^i^^- (EPO) ^ n ^4?:;^^^^:/ 

(TPO) !H«=in=-$lM®^ (G-CSF) -ri^^n^T 

— i?3 0i:^-$iJS!tH^^ (M-CSF) g^^. TO^-^^ n7T-v^='i='='-$'J 

mmi^ (GM-csF) ^mi^. mmm^m'^ (tnf) ^mi$. ^i^^-n^ 

(I L-l) ^^flc. -YV^-n^:3rV-2 ( I L - 2) g:^^. V 
25 ^-u^^>'-3 (I L~3) ^mii^. -(y^-^^^y-^ (IL-4)^^ 

ft:^ -C^-^f-ti^^y-s (iL-5) ^mi^. >r>^-o^^:/-6 (IL- 

6) S^flc. 'l'i^^«-n^dr:/-7 (IL-7) ^^flc. ^ ^l^- 9 

(IL-9) ^mP^. yCl^'$'-X2^^y-lO (IL-10) S^^js, ^y^- 
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1 (I L-l'l) ^^H^. 2 (I L-1 2) 

^^i^s -O^-n-i^y-l 3 (I L-1 3) S^flc^ >f 
5 (I L- 1 5) ^mW-. 4y-^-y=^^y-a (I FN-a) -O-^ 
—yznuy-^ (IFN-e) ^^i^. ^y^^y::^uy-y (IFN-7) ^ 

5 mw-. (GH) ^^w-. '^^mi^. skmnMs^mnm^ 

(scF) ^mw. isL^^&mmm'f- (vegd ±^isii!SJi5ii@4^ 

(EGF) WiSfigftS^ (NGF) ^^flc, i^^MJiJilia^^ (FG 

F) ^mi^. ikym'^MmMm^ (pdgf) ^mw-. vyy:^y^-^y^m 
mm^-& (tgf-13) ^mi^s &skn.Mms.±mi- (lif) s^^. 

10 ^^#ilSi^*H^- (CNTF) ^mi^s :i-y=2:7.^^yu (OSM) §:^ft:i3J:tj? 

■c-fcS. ft 1 ~ 1 0 ov^-f tL;5^ 1 mKsdMfD^MKi^o 
15 12. L ^V®^JtT>*H^V||^:iS^ l^-O^y ^n— ^/U^^^S^T-fc.Sx It 

1 ~ 1 1 ov>-f 1 T^\z.^m(o^m^^o 

13. 5n<7)^/:^n— ^/I'^flsiitlSELTQfc^^nfcTrf:^;^ ^f^^^^•t■^ IS 

1 ~ 1 2 (D^^i'fii)^ 1 m^t&m<D^^^Pfo 

1 4. It3j^3ll~l 3(DV^-ft^^^l3I}CfB^<7)e6:lS^^^?^ = -Ki-5DNA, 

20 15. it3jt« 1 ~ 1 3 V ^■ftiiii^ 1 m\^mM.(DiScmi^w^M±-t 5 KtJiBflao 
1 6 . ft^jfi 1 ~ 1 3 (D\,^-rfiii)^ 1 ^{JifB^^sfc^mfl^^n^-rs^ii^o 

1 7 . ma^^ 1-13 rov^-f 1 m\^UM(O^U^^<or =i'=:^ h i: L-C<75^ 
25 -:$:^F V ^i§fl&^'-e?gfife$Hfc-:*:^F v y-i-^-^mmrT^ ^ 



wo 01/79494 



PCT/JPOl/03288 



70 

5 21. Bi2^t^B2oy;if:^Kds, m-x\ti^^i^-^mF v^y-^-x'h^m 

It^i^S 2 0 x« 2 1 iam<o:;^ifeo 
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mi 2 




PCH01/COS7 CM 
MABI_2-scFv/COS7 CM 



Ell 3 



990209.001 




Annexin V-RTC 
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Ell 4 
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990209.007 




Annejdn V«FITC 



^1 7 




>4 



AnnexinV-FITC 
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1 



990128.008 



3.12% 




61.74% 



10-^ 

Annexin V-FITC 
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1212 1 



MABL2-scFvG)SDS-PAGE^:^ 
<CHO> <E. coli> 

I I I I I i I I 




*2ME .2ME 
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TSK gel G3000SW 

20 mM mmmm^U. 0.15 M NaCI, pH 6.0 



CO 
Q 

CM 



(C (0 

CM 
coco 
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990806^23 
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3 2 



KPMM2 i.v. 8010707.4^0 
lfQ/lhlgG(Cfc(t§MABL-2 (scFv) W 



PBS(-) 



scFv/CHO^J'f^- 




2500 5000 7500 10000 



MM higG (Rg/mL) 



: p<0.01 
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ISIS 3 



KPMM2 i.v. SCID^07.0) 
±#ICfc(-tSMABL-2 (scFv) 



100 



75 



50 



25 - 
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PBS(-) 
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1^3 6 



gtc teg agt 
V S S 



gacgtcgtg 
D V V 



FLAG 











CF2HL-0/pCOSl 


0 


gtctcgagt 


gaegtcgtg 






V S S 


D V V 


CF2Hi:r3^COSl 


3 


gtc teg agt ggt ggt tec 


gac gtc gtg 






V S S G G S 


D V V 


CF2HL-4/pCOSl 


4 


gtc teg agt ggt ^ ggt tec 


gac gtc gtg 






V S S G G G S 


D V V 


CF2HL-5^C0S1 


5 


gtc teg agt ggt ggt ggt ggt tec 


gac gtc gtg 






VSSGGGGS 


D V V 


CF2HL-6/pCOSl 


6 


gtc teg agt gt ggt ggt ggt ggt tec 


gac gtc gtg 






VSSGGGGGS 


D V V 


CF2HL-7^C0S1 


7 


gtc teg agt ggt ggt ggt ggt ggt ggt tec gaegtcgtg 






VSSGGGGGG 


S D V V 
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(A (O CO (0 
O O O O 
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SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Agonist antibody 

<130> FP1009 

<141> 2001-04-17 

<150> JP2000-1 15246 

<151> 2000-04-17 

<150> JP2000-321821 

<1S1> 2000-10-20 

<150> JP2000-321822 

<151> 2000-10-20 

<150> PCT/JPOl/01912 

<151> 2001-03-12 

<160> 109 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 

<210> 2 
<211> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210>-3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 



<210> 5 
<211> 394 
<212> DNA 
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<213> Mus 

<220> 

<221> CDS 

<222> (1),.. (393) 

<223> pGEM-MlL. 1-57; signal peptide, 58-394;mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 
5 10 15 

gcg tec age agt gat gtt gtg atg acc caa act cca etc tee ctg 90 
Ala Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

20 25 30 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tct agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

35 40 45 

eag age ctt eta cac agt aaa gga aae acc tat tta caa tgg tac 180 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

50 55 60 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gae agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 85 90 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 315 
Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Clu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 360 
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Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 

acg tec gga ggg ggg acc aag ctg gaa ata aaa c 394 

Thr Ser Gly Gly Gly Thr Lys Leu Glu He Lys 
125 130 



<210> 6 

<211> 4Q9 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1).,. (408) 

<223> pGEM-MlH. 1-57; signal peptide, 58-409 ; mature peptide 
<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca 45 

Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gtc cac tec cag gtc cag ctg cag cag tct gga cct gac ctg 90 

Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

10 25 30 

gta aag cct ggg got tea gtg aag atg tee tge aag get tct gga 135 

Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cea 180 

Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ett gag tgg att gga tat att tat cct tac aat gat 225 
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Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 
65 70 75 

ggt act aag tac aat gag aag ttc aag ggc aag gcc aca ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 
80 85 . 90 

tea gag aaa tec tec age gca gcc tac atg gag etc age age ctg 315 
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 
95 100 105 

gcc tot gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
110 115 120 

tat agt tac gac gac tgg ggc caa ggc ace act etc aca gtc tec 405 
Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 . 

tea g 409 
Ser 



<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> {!)... (393) 

<223> pGEM-M2L. 1-57; signal peptide, 58-394; mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cet 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 
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5 10 15 

ggt tec age agt gat gtt gtg atg ace caa agt eca etc tec ctg 90 
Gly Ser Ser Ser Asp Val Val Met Thr Cln Ser Pro Leu Ser Leu 

20 25 30 

cct gte agt ctt gga gat caa gee tec ate tct tgc aga tea agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt gtg cae agt aat gga aag ace tat tta cat tgg tae 180 
Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

50 55 60 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 .85 90 - . 

tea gtg aea gat ttc aea etc atg ate age aga gtg gag get gag 315 
Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aea cat gtt ceg tac 360 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 

acg ttc gga ggg ggg ace aag ctg gaa ata aaa e 394 
Thr Phe Gly Gly Gly Thr Lys Leu Glu lie Lys 
125 130 



<210> 8 
<211> 409 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (408) 

<223> pGEM-M2H. 1-57; signal peptide, 58-409; mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc tte etc ctg tea gga act gea 45 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gte eac tee eag gte eag ctg eag cag tct gga ect gaa etg 90 
Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cot ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace tte get aac cat gtt att eac tgg gtg aag cag aag cea 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag gge ctt gag tgg att gga tat att tat cot tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag tte aag gac aag gee act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 .85 90 

tea gac aaa tee tee ace aca gee tac atg gae etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea g 409 
Ser 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg* 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 



<210> 11 
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<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 11 

cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA . 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 

<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 

<210> 14 
<211> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 

<210>15 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<211> 27 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 



<210> 17 
<211> 27 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 

<210> 18 
<2H> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 10 15 

<210> 20 
<211> 828 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (D... (826) 

<223> pscMl. MABLl-scFv 

<400> 20 

atg aaa tac eta ttg cct acg gca gcc get gga ttg tta tta' etc 45 

Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gcc caa cca gcc atg gcg cag gtc cag ctg cag cag tct gga 90 

Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gac ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 

Pro Asp Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac ace ttc gtt aac cat gtt atg cac tgg gtg aag .180 

Ala Ser Gly Tyr Thr Phe Val Asn His Val Met His Trp Val Lys 

50 55 60 

cag aag cca ggg cag ggc ett gag tgg att gga tat att tat cct 225 

Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro 

65 70 75 

tac aat gat ggt act aag tac aat gag aag ttc aag ggc aag gcc 270 

Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala 

80 85 90 

aca ctg act tea gag aaa tec tec age gca gcc tac atg gag etc 315 

Thr Leu Thr Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu 

95 100 105 
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age age ctg gcc tct gag gac tct gcg gtc tac tac tgt gca aga 360 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg 

110 115 120 

ggg ggt tac tat agt tac gac gac tgg ggc caa ggc acc act etc 405 
Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu 

125 130 135 

aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt 450 
Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 

140 145 150 

ggt ggc gga teg gat gtt gtg atg acc caa act eca etc tec ctg 495 
Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

155 160 165 

cet gte agt ctt gga gat caa gcc tee ate tct tge aga tct agt 540 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

170 175 180 

cag age ett eta cac agt aaa gga aac acc tat tta caa tgg tac 585 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

185 190 195 

eta cag aag oca ggc cag tct cca aag etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val . 

200 205 210 

tec aac ega ttt tct ggg gte cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 220 225 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 720 
Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tge tct caa agt aca cat gtt ccg tac 765 
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Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 

245 250 255 

acg tec gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac 810 

Thr Ser Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp 

260 265 270 

gat gac gat aaa taa tga 828 

Asp Asp Asp Lys 

<210> 21 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 21 

acgcgtcgac tcccaggtcc agctgcagca g 31 

<210> 22 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 22 

gaaggtgtat ccagaagc 18 

<210> 23 
<211> 819 



wo 01/79494 PCT/JPOl/03288 

15/51 

<212> DNA . 

<213> Mus 

<220> 

<221> CDS 

<222> (1)...(813) 

<223> pCHOMl. MABLl-scFv 

<400> 23 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aea 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gte gae tec cag gtc cag ctg cag eag tet gga cct gac ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tet gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac aec ttc gtt aac eat gtt atg cac tgg gtg aag cag aag eca 180 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp lie Gly Tyr He Tyf Pro Tyr Asn Asp 

65 70 75 

ggt act aag tac aat gag aag ttc aag ggc aag gee aea ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 

80 85 90 

tea gag aaa tec tec age gca gee tac atg gag etc age age ctg 315 
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat agt tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt gge gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa act cca etc tec etg ect gtc agt 495 
Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tct tgc aga tct agt cag age ett 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta cag aag 585 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac ega 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

m TCT GCG GTC CCA GAC AGG TIC AGT GGC AGT GGA TCA GGG ACA 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr 

215 220 225 

gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga 765 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly 
245 250 255 

gSS SSg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 
260 265 270 

aaa taa tga 819 
Lys 

<210> 24 

<211> 828 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (D... (822) 

<223> pscM2. MABL2-scFv 

<400> 24 

atg aaa tac eta ttg cct acg gca gcc get gga ttg tta tta etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gcc caa eca gcc atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag 180 
Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys 
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cag aag 
Gin Lys 

tac aat 
Tyr Asn 

act ctg 
Thr Leu 

age age 
Ser Ser 

ggs ggt 
Gly Gly 

aea gtc 
Thr Val 

ggt ggc 
Gly Gly 

Oct gtc 
Pro Val 

cag age 
Gin Ser 



eca ggg 
Pro Gly 

gat ggt 
Asp Gly 

act tea 
Thr Ser 

ctg gcc 
Leu Ala 

tac tat 
Tyr Tyr 

tec tea 
Ser Ser 

gga teg 
Gly Ser 

agt ett 
Ser Leu 

ett gtg 
Leu Val 



50 
cag ggc 
Gin Gly 

65 
act aag 
Thr Lys 

80 
gae aaa 
Asp Lys 

95 
tet gag 
Ser Glu 
110 

act tac 
Thr Tyr 
125 

ggt ggt 
Gly Gly 
140 

gat gtt 
Asp Val 
155 

gga gat 
Gly Asp 
170 

cac agt 
His Ser 
185 



ett gag 
Leu Glu 

tat aat 
Tyr Asn 

tec tec 
Ser Ser 

gae tet 
Asp Ser 

gae gae 
Asp Asp 

ggt ggt 
Gly Gly 

gtg atg 
Val Met 

caa gcc 
Gin Ala 

aat gga 
Asn Gly 



55 

tgg att gga 
Trp He Gly 
70 

gag aag ttc 
Glu Lys Phe 
85 

ace aea gcc 
Thr Thr Ala 

100 
gcg gtc tat 
Ala Val Tyr 

115 
tgg ggc caa 
Trp Gly Gin 

130 
teg ggt ggt 
Ser Gly Gly 

145 
acc caa agt 
Thr Gin Ser 

160 
tec ate tet 
Ser He Ser 

175 
aag ace tat 
Lys Thr Tyr 

190 



60 

tat att tat ect 225 
Tyr He Tyr Pro 
75 

aag gae aag gcc 270 
Lys Asp Lys Ala 



tac atg 

Tyr Met 

tac tgt 
Tyr Cys 

ggc acc 
Gly Thr 

ggt ggt 
Gly Gly 

cca etc 
Pro Leu 

tgc aga 
Cys Arg 

tta cat 
Leu His 



gae etc 315 
Asp Leu 

105 
gea aga 360 
Ala Arg 

120 
act etc 405 
Thr Leu 

135 
teg ggt 450 
Ser Gly 

150 
tec ctg 495 
Ser Leu 

165 
tea agt 540 
Ser Ser 

180 
tgg tac 585 
Trp Tyr 

195 
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ctg 


cag 


aag 


oca 


ggc cag 


tct cca aaa etc 


ctg ate tae aaa gtt 630 


Leu 


Gin 


Lys 


Pro 


Gly Gin 


Ser Pro Lys Leu 


Leu He Tyr Lys Val 










200 


205 


210 


tec 


aac 


cga 


ttt 


tct ggg 


gtc cca gac agg 


ttc agt ggc agt gga 675 


Ser 


Asn 


Arg 


Phe 


Ser Gly 


Val Pro Asp Arg 


Phe Ser Gly Ser Gly 










215 


220 


225 


tea 


gtg 


aca 


gat 


ttc aca 


etc atg ate age 


aga gtg gag get gag 720 


Ser 


Val 


Thr 


Asp 


Phe Thr 


Leu Uet lie Ser 


Arg Val Glu Ala Glu 










230 


235 


240 


gat 


ctg 


gga 


gtt 


tat ttc 


tgc tct caa agt 


aca cat gtt ccg tac 765 


Asp 


Leu 


Gly 


Val 


Tyr Phe 


Cys Ser Gin Ser 


Thr His Val Pro Tyr 










245 


250 


255 


acg 


ttc 


gga 


US 


ggg acc 


aag ctg gaa ata 


aaa gac tac aaa gac 810 


Thr 


Phe 


Gly 


Gly 


Gly Thr 


Lys Leu Glu He 


Lys Asp Tyr Lys Asp 










260 


265 


270 


gat 


gac 


gat 


aaa 


taa tga 


828 




Asp 


Asp 


Asp 


Lys 









<210> 25 

<211> 819 

<212> DMA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc tte ttg gta gca aea get aea 45 
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Met Cly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 

5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He Mis Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag gge ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 

gee tct gag gac tct geg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 
125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Cly Gly Gly 
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140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cet gtc agt 495 
Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tet tgc aga tea agt cag age ctt. 540 
Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

gtg cac agt aat gga aag acc tat tta eat tgg tac ctg cag aag 585 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tet cca aaa etc ctg ate tac aaa gtt tee aac ega 630 
Pro Gly Glh Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tot ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 ^ 235 240 

gtt tat ttc tgc tet caa agt aca cat gtt ccg tac acg ttc gga 765 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 

260 265 270 



aaa taa 
Lys • 



tga 819 
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<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (D... (450) 

<223>pCH0"shIAP. Soluble human lAP 

<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc 45 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys 
5 10 15 

gga tea get cag eta eta ttt aat aaa aea aaa tct gta gaa tte 90 
Gly Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe 

20 25 30 

acg ttt tgt aat gac act gte gtc att cea tgc ttt gtt act aat 135 
Thr Phe Cys Asn Asp Thr Val Val He Pro Cys Phe Val Thr Asn 

35 40 45 

atg gag gca caa aac act act gaa gta tac gta aag tgg aaa ttt 180 
Met Glu Ala Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe 

50 55 60 

aaa gga aga gat att tac ace ttt gat gga get eta aac aag tec 225 
Lys Gly Arg Asp He Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser 

65 70 75 

act gtc ccc act gac ttt agt agt gca aaa att gaa gtc tea caa 270. 
Thr Val Pro Thr Asp Phe Ser Ser Ala Lys He Glu Val Ser Gin 

80 85 90 

tta eta aaa gga gat gee tct ttg aag atg gat aag agt gat get 315 
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Leu Leu Lys Gly Asp Ala Ser Leu Lys Met Asp Lys Ser Asp Ala 
95 100 105 

gtc tea cac aca gga aac tac act tgt gaa gta aca gaa tta acc 360 
Val Ser His Thr Gly Asn Tyr Thr Cys Glu Val Thr Glu Leu Thr 

110 115 120 

aga gaa ggt gaa acg ate ate gag eta aaa tat cgt gtt gtt tea 405 
Arg Glu Gly Glu Thr He lie Glu Leu Lys Tyr Arg Val Val Ser 

125 130 135 

tgg ttt tct cca aat gaa aat gac tac aag gac gac gat gac aag 450 
Trp Phe Ser Pro Asn Glu Asn Asp Tyr Lys Asp Asp Asp Asp Lys 

140 145 150 

tga tag 456 

<210> 27 

<211> 46 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 27 

ggaattccat atgeaagtgc aaettcaaca gtctggacct gaaetg 46 



<210> 28 
<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
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<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 

<210> 29 

<211> 741 

<212> DNA 

<213> Mus 

<220>; 

<221> CDS 

<222> (D... (735) 

<223> pscM2DEm02. MABL2"ScFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct 45 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro 
5 10 15 

ggg get tea gtg aag atg tec tgc aag get tct gga tac acc tte 90 
Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

20 • 25 30 

get aae cat gtt att eac tgg gtg aag cag aag cca ggg cag ggc 135 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly 

35 40 45 

ctt gag tgg att gga tat att tat cct tac aat gat ggt act aag 180' 
Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys 

50 55 60 

tat aat gag aag tte aag gae aag gee act ctg act tea gac aaa 225 
Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

65 70 75 

tec tec acc aca gee tac atg gac etc age age ctg gee tct gag 270 
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Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu 

80 85 90 

gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac 315 
Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr 
95 100 105 

gac gac tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt 360 
Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly 

110 115 120 

ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt 405 
Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val 

125 130 135 

gtg atg acc caa agt eca etc tec ctg cct gtc agt ctt gga gat 450 
Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 . 145 150 

caa gee tec ate tct tgc aga tea agt eag age ctt gtg eac agt 495 
Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

155 160 165 

aat gga aag ace tat tta eat tgg tac ctg cag aag cea ggc cag 540 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin 

170 175 180 

tct cea aaa etc ctg ate tac aaa gtt tec aac ega ttt tct ggg 585 
Ser Pro Lys Leu Leu* He Tyr Lys Val Ser Asn Arg Phe Ser Gly 

185 190 195 

gtc cea gac agg ttc agt ggc agt gga tea gtg aca gat tte aca 630 
Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

200 205 210 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat tte 675 
Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe 
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215 220 225 

tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc 720 

Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 

230 235 240 

aag ctg gaa ata aaa taa tga 741 
Lys Leu Glu lie Lys 

<210> 30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 30 

cagacagtgg ttcaaagt 18 

<210> 31 
<211> 72 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 31 

cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 

<210> 32 
<211> 1605" 
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<212> DNA 

<213> Uus 

<220> 

<221> CDS 

<222> (1)... (1599) 

<223> pCH0M2(Fv)2. MABL2-sc (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Yal Ala Thr Ala Thr 
5 10 15 

ggt gtc gae tec cag gtc cag ctg cag cag tet gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gcc tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa agt cea etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gee tec ate tct tgc aga tea agt cag age ett 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 
- 170 175 180 

gtg cae agt aat gga aag ace tat tta cat tgg tac ctg eag aag 585 • 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cea ggc cag tct cea aaa etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gtc cea gac agg tte agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg ggg acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt 810 
Gly Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly 

260 265 270 

ggt ggt teg ggt ggt gge gga teg gtc gac tec eag gte eag etg 855 
Gly Gly Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu 

275 280 285 

eag eag tet gga cct gaa ctg gta aag ect ggg get tea gtg aag 900 
Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys 

290 295 300 

atg tec tgc aag get tet gga tac ace ttc get aac cat gtt att 945 
Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He 

305 310 315 

cac tgg gtg aag cag aag oca ggg cag ggc ctt gag tgg att gga 990 
His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

320 325 330 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc 1035 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe 

335 340 345 

aag gac aag gee act ctg act tea gac aaa tec tec ace aca gee 1080 
Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 

350 355 360 

tac atg gac etc age age etg gee tet gag gac tet gcg gtc tat 1125 
Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr 

365 370 375 

tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 1170 
Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 
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380 385 390 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt 1215 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly 

395 400 405 

ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt 1260 
Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser 

410 . 415 420 

cea etc tec ctg cct gtc agt ett gga gat caa gcc tec ate tct 1305 
Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser 

425 430 435 

' tgc aga tea agt cag age ett gtg eac agt aat gga aag acc tat 1350 
Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

440 445 450 

tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc ctg 1395 
Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu 

455 460 465 

ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gae agg ttc 1440 
He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe 

470 475 480 

agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga 1485 
Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg 

4S5 490 495 

gtg gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca 1530 
Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr 

500 505 510 

eat gtt ccg tac acg ttc gga ggg ggg acc aag ctg gaa ata aaa 1575 
His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 

515 520 525 
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gac tac aaa gac gat gac gat aaa taa tga 1605 
Asp Tyr Lys Asp Asp Asp Asp Lys 
530 

<210> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 33 

tgaggaattc ccaccatggg atg 23 

<210> 34 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
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<400> 35 

agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 
<211> 31 
<212> Wk 

<213> Artificial Sequence 
<220>- 

<223> PCR primer 
<400> 36 

■ gactggatcc tcattattta tcgtcatcgt c 31 

<210> 37 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR prioer • 

<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 38 
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gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 

<210> 39 
<211> 45 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223>PCR primer 

<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 * 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 
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<210> 42 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400>-42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 
<211> 43 
■<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 
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<210> 45 
<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DM 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 

<210> 47 

<211> 20 
<212> DNA 

<213>. Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 



<210> 48 
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<211> 780 

<212> DNA 

<213> Mus 

<220> 

<22i> CDS 

<222> (D... (768) 

<223> CF2HL-0/pC0Sl. MABL2-scFv<HL-0> 
<400>/48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gte 51 
MET Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tot gga cct gaa ctg gta aag cot ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tae aec ttc get aae eat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 

35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gee act ctg act tea gac aaa tee tee aee aea gee tae atg gae cte 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age ctg gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 
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105 

tac tat act tac gac gac 
Tyr Tyr Thr Tyr Asp Asp 
120 125 
gac gtc gtg atg acc caa 
Asp Val Val MET Thr Gin 
140 

caa gcc tec ate tct tgc 
Gin Ala Ser lie Ser Cys 
155 

aag acc tat tta cat tgg 
Lys Thr Tyr Leu His Trp 
175 

ctg ate tac aaa gtt tec 
Leu He Tyr Lys Val Ser 
190 

ggc agt gga tea gtg aca 
Gly Ser Gly Ser Val Thr 
205 210 
gag gat ctg gga gtt tat 
Glu Asp Leu Gly Val Tyr 
225 

ttc gga ggg ggg acc aag 
Phe Gly Gly Gly Thr Lys 
240 

aaa taa tga gga tec 780 
Lys 



37/51 

110 

tgg ggc caa ggc acc act 
Trp Gly Gin Gly Thr Thr 
130 

agt cca etc tec ctg cct 
Ser Pro Leu Ser Leu Pro 
145 

aga tea agt cag age ctt 
Arg Ser Ser Gin Ser Leu 
160 165 
tac ctg cag aag cca ggc 
Tyr Leu Gin Lys Pro Gly 
180 

aac cga ttt tct ggg gtc 
Asn Arg Phe Ser Gly Val 
195 

gat ttc aca etc atg ate 
Asp Phe Thr Leu MET He 
215 

ttc tgc tct caa agt aca 
Phe Cys Ser Gin Ser Thr 
230 

ctg gaa ata aaa gac tac 
Leu Glu He Lys Asp Tyr 
245 250 



115 

etc aca gtc teg agt 408 
Leu Thr Val Ser Ser 

135 

gtc agt ctt gga gat 459 
Val Ser Leu Gly Asp 
150 

gtg cac agt aat gga 510 
Val His Ser Asn Gly 
170 

cag tct cca aaa etc 561 
Gin Ser Pro Lys Leu 
185 

cca gac agg ttc agt 612 
Pro Asp Arg Phe Ser 
200 

age aga gtg gag get 663 
Ser Arg Val Glu Ala 
220 

eat gtt ccg tac acg 714 
His Val Pro Tyr Thr 
235 

aaa gac gat gac gat 765 

Lys Asp Asp Asp Asp 
255 
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<210> 49 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> PGR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 . 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 



<210> 52 
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<211> 54 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 
<2H> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 . 



<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp He Pro Gly Ser 
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5 10 15 

age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
Ser Ser Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 • 
Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu. Val His Ser 

35 40 45 50 

aat gga aag ace tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac ega ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 110 115 

tac acg ttc gga ggg ggg acc aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 

140 145 150 

aag get tct gga tac ace ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
155 160 165 170 
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aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec acc aca gcc tac atg gac etc age age ctg gcc tet gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp* Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc acc act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 

<211> 351 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (351) 

<223> 12B5HV. 1-351 peptide 

<400> 55 

cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg cec ggg ggg tec ctg agt etc 
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Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly 
5 10 15 

tec tgt gca gtc tct gga ate acc etc agg ace tac ggc atg cac 
Ser Cys Ala Val Ser Gly He Thr Leu Arg Thr Tyr Gly MET His 

25 30 35 

eca ggc aag ggg ctg gag tgg gtg gea ggt ata tec ttt gac gga 
Pro Gly Lys Gly Leu Glu Trp Val Ala Gly lie Ser Phe Asp Gly 

45 50 55 

gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt tec 
Ala Asp Ser Val Gin Gly Arg Phe Thr lie Ser Arg Asp Ser Ser 

65 70 75 

ctg caa atg aac age ctg aga gee gag gac acg get gtg tat tac 
Leu Gin MET Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr 

85 90 95 

cat tat ggt ttc gat ate tgg ggc caa ggg aca atg gtc acc gtc 
His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr MET Val Thr Val 
105 110 115 



Gly Ser Leu 

tgg gtc cgc 
Trp Val Arg 

aga agt gaa 
Arg Ser Glu 

aag aac acc 
Lys Asn Thr 

tgt geg aga 
Cys Ala Arg 

teg agt 351 
Ser Ser 



Ser Leu 
20 

cag get 120 
Gin Ala 
40 

tac tat 180 
Tyr Tyr 
60 

ctg tat 240 
Leu Tyr 
80 

gga gca 300 
Gly Ala 
100 



<210> 56 

<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (D... (57) 

<223> reader sequence 

<400> 56 

atg gag ttt ggg ctg ago tgg gtt ttc etc gtt get ett tta aga ggt gtc cag tgt 57 
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MET Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly Val Gin Cys 
5 10 15 

<210> 57 
<211> 115 
<212> DMA 

<213> Artificial Sequence 
<220>- 

<223> 12B5VH-1 

<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtccggcccg gggggtccct gagtc 115 

<210> 58 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-2 

<400> 58 

aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 
ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 

<211> 115 

<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<211> 115 
<212>DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 

cgcacagtaa tacacagccg tgtcctcggc tctcaggctg ttcatttg 108 

<210> 61 
<211> 32 
<212> DMA 

<213> Airtificial Sequence 
<220> 

<223> 12B5VH-S, PCR primer 
<400> 61 

ttcaagcttc caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> 12B5VH-A, PCR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga ccat 34 

<210> 63 

<211> 433 

<212>-DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12)... (419) 

<223> HEF-12B5H"-g gamma. 12-419 peptide 
<400> 63 . 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga 56 
MET Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg 
15 10 15 

cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg 116 
Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly 
20 25 30 35 

agt etc tec tgt gea gtc tct gga ate acc etc agg acc tac ggc atg cac tgg 176 
Ser Leu Ser Cys Ala Val Ser Gly He Thr Leu Arg Thr Tyr Gly MET His Trp 
40 45 50 55 

cag get cca ggc aag ggg ctg gag tgg gtg gea ggt ata tec ttt gac gga aga 236 
Gin Ala Pro Gly Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg 
60 65 70 75 

tac tat gea gac tec gtg cag ggc cga ttc acc ate tec aga gac agt tec aag 296 
Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser Ser Lys 



\ 



ggt gtc 
Gly Val 

tee ctg 
Ser Leu 

gtc cge 
Val Arg 

agt gaa 
Ser Glu 



wo 01/79494 



46/51 



PCT/JPOl/03288 



80 85 90 95 

aac acc ctg tat ctg caa atg aac age ctg aga gcc gag gac acg get gtg tat tac tgt 356 
Asn Thr Leu Tyr Leu Gin MET Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

100 105 110 115 

gcg aga gga gca cat tat ggt ttc gat ate tgg ggc caa ggg aca atg gtc acc gtc teg 416 
Ala Arg Gly Ala His Jyr Gly Phe Asp He Trp Gly Gin Gly Thr MET Val Thr Val Ser 

120 125 130 135 

agt ggtgagtgga tec 433 
Ser 

<210> 64 

<211> 323 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (323) 

<223> 12B5LV. 1-323 peptide 

<400> 64 

gac ate cag atg acc cag tct cct tec acc ctg tct gca tct att gga gac aga gtc acc 60 
Asp He Gin MET Thr Gin Ser Pro Ser Thr Leu Ser Ala Ser He Gly Asp Arg Val Thr 
5 10 15 20 

ate acc tgc egg gcc age gag ggt att tat cac tgg ttg gee tgg tat cag cag aag cca 120 
He Thr Cys Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys Pro 

25 30 35 40 

ggg aaa gcc cct aaa etc ctg ate tat aag gcc tct agt tta gee agt ggg gee cca tea 180 
Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser 

45 50 55 60 
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agg ttc age ggc agt gga tct ggg aca gat ttc act etc ace ate age age ctg cag 
Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr lie Ser Ser Leu Gin 

65 70 75 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat cog etc act ttc ggc 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly 

85 90 95 

ggg aec aag ctg gag ate aaa 323 
Gly Thr Lys Leu Glu He Lys 
105 

<210> 65 
<211> 66 
<212> DNA 
<213>" Human 
<220> 
<221> CDS 
<222> (1)... (57) 
<223> reader sequence 
<400> 65 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg etc cea ggt gee 60 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp Leu Pro Gly Ala 
5 10 15 20 

Aaa tgt 66 
Lys Cys 

<210> 66 
<211> 110 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12B5VL«1 
<400> 66 

atggacatga gggtccccgc tcagctcctg gggctcctgc tgctctggct cccaggtgcc 60 
aaatgtgaca tccagatgac ccagtctcct tccaccctgt ctgcatctat 110 

<210>-67 
<211> 110 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-2 
<400> 67 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 68 
<211> 110 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-3 
<400> 68 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 



<210> 69 
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<211> 110 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 12B5VL-4 
<400> 69 

accatcagca gcctgcagcc tgatgatttt gcaacttatt actgccaaca atatagtaat 60 
tatccgctca ctttcggcgg agggaccaag ctggagatca aa 102 

<210> 70 
<211> 32 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 12B5VL-S, PGR primer 
<400> 70 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 71 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PGR primer 
<400> 71 

tctaggatcc actcacgttt gatctccagc ttggt 35 
<210> 72 
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<211> 415 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12)... (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 72 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc 56 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu 
15 10 15 

tgg etc cca ggt gee aaa tgt gac ate cag atg acc cag tct cct tec acc ctg tct gea 116 
Trp Leu Pro Gly Ala Lys Cys Asp lie Gin MET Thr Gin Ser Pro Ser Thr Leu Ser Ala 

20 25 30 35 

tct att gga gac aga gtc acc ate acc tgc egg gee age gag ggt att tat cac tgg ttg^ 176 
Ser He Gly Asp Arg Val Thr He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp Leu 

40 45 50 55 

gee tgg tat cag cag aag cca ggg aaa gee cct aaa etc ctg ate tat aag gcc tct agt 236 
Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser 

60 65 70 75 

tta gcc agt ggg gcc cca tea agg ttc age ggc agt gga tct ggg aca gat ttc act etc 296 
Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu 

80 85 90 95 

acc ate age age ctg cag eet gat gat ttt gea act tat tac tgc caa caa tat agt aat 356 
Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr Cys Cln Gin Tyr Ser Asn 
100 105 110 115 

tat ccg etc act ttc ggc gga ggg acc aag ctg gag ate aaa cgtgagtgga tcctaga 415 
Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
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